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Abstract  
Development time differences can have an impact on the organism and its history. In Drosophila 
there is an association between development time, lifespan and adult size. Drosophila is an ideal 
model for development studies since genomic data is available for many species, including D. 
americana and D. novamexicana, furthermore, developmental time can be easily phenotyped as 
here performed, it is important to understand the molecular basis of development time differences. 
A bioinformatics search for candidate genes was performed, focusing on genes with signs of 
positive selection, according to the bpositive database, furthermore, location on Muller’s element 
C was also considered, since an association between this chromosomal arm and developmental 
time [1] was seen reported in association with development processes and/or signaling pathways. 
Six candidate genes were chosen (Sin3A, sm, CG3209, yki, hpo, and Act79B). The strains used 
(D. americana strain W11; D. americana strain SF12; D. novamexicana strain 15010-1031.00, 
here on mentioned as NOVA00), belong to the virilis group of species, a group with special 
interest because of the wide range of phenotypic differences found between closely related 
species. The expression of the candidate genes was studied using RT-PCR under 12 different 
conditions of development time and days of life. For Sin3A, sm, CG3209, hpo, and yki there are 
no significant differences in expression between flies with different development times at the 
same day of life, and for flies at different days of life with the same development time. For Act79B 
there are no significant differences between the flies with different development times at the same 
day of life. There is, however, a significant difference in gene expression between flies at different 
days of life and the same development time (the expression of Act79B decreases with age). Taking 
into account the findings for Act79B gene expression for different development times at the same 
day of life we can argue that it is not unexpected that the candidate genes are not showing 
differences in expression in flies with different development times, as Act79B expression levels 
suggests that there isn’t an ontogenetic development difference in flies with different development 
times at 4 and 8 days of adult life. It is unclear what causes a fly to have different days of 
development (15-16-17), since none of the selected genes could explain the difference between 
development times. Moreover, according to our findings, we hypothesize that development time 
variations and ontogenetic development of adult in Drosophila are not correlated. 
 
KEY-WORDS: D. americana; D. novamexicana; Development Time; Positive Selection; Gene 
Expression; Candidate Genes; Phenotype-Genotype
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Resumo  
Em Drosophila, existe uma associação entre tempo de desenvolvimento, longevidade e tamanho 
dos adultos. Drosophila é um modelo ideal para estudos de desenvolvimento, uma vez que 
informações genómicas estão disponíveis para a maior parte das espécies, incluindo D. americana 
e D. novamexicana, e o tempo de desenvolvimento pode ser facilmente fenotipado, é importante 
entender quais as bases moleculares que explicam as diferenças no tempo de desenvolvimento. A 
pesquisa bioinformática de genes candidatos focou-se na procura de genes com sinais de seleção 
positiva, de acordo com a base de dados bpositive, para além da presença no elemento Muller C, 
uma vez que existe uma associação entre este braço cromosomal e o tempo de desenvolvimento 
[1], relevando associação com outros processos relacionados com o desenvolvimento e/ou vias 
de sinalização. Seis genes foram escolhidos (Sin3A, sm, CG3209, yki, hpo, e Act79B). As estirpes 
estudadas (W11 de D. americana; SF12 de D. americana e 15010-1031.00 de D. novamexicana, 
daqui em diante mencionada como NOVA00), pertencem ao grupo de espécies virilis, um grupo 
com especial interesse devido à ampla variação fenotípica presente entre espécies proximamente 
relacionadas. A expressão destes genes foi estudada através de RT-PCR em 12 condições 
diferentes de tempo de desenvolvimento e dias de vida. Para Sin3A, sm, CG3209, hpo, e yki, não 
há diferenças significativas de expressão entre moscas com diferentes tempos de desenvolvimento 
no mesmo dia de vida e para moscas com diferentes dias de vida com o mesmo tempo de 
desenvolvimento. Act79B, não apresenta diferenças significativas de expressão em moscas com 
diferentes tempos de desenvolvimento no mesmo dia de vida. No entanto, existe uma diferença 
significativa na expressão de Act79B em moscas em dias diferentes de vida com o mesmo tempo 
de desenvolvimento (a expressão de Act79B decresce com a idade). Considerando os resultados 
para a expressão de Act79B em moscas com diferentes tempos de desenvolvimento e no mesmo 
dia de via, podemos sugerir que não é inesperado que os genes candidatos não mostrem diferenças 
de expressão em moscas com diferente tempo de desenvolvimento, uma vez que os níves de 
expressão de Act79B sugerem que não existe uma diferença no desenvolvimento ontogenético em 
moscas com maior tempo de desenvolvimento aos 4 e 8 dias de vida adulta. É questionável o que 
causa Drosophila a ter diferentes tempos de desenvolvimento (15-16-17), uma vez que nenhum 
dos genes selecionados pôde explicar estas diferenças. De acordo com os nossos resultados, 
sugerimos que a variação no tempo de desenvolvimento e o desenvolvimento ontogenético de 
adultos em Drosophila não estão correlacionados. 
PALAVRAS-CHAVE: D. americana; D. novamexicana; Tempo de Desenvolvimento; Seleção 
Positiva; Expressão Genética; Genes Candidatos; Fenótipo-Genótipo
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I. Introduction  
I.1. Project Presentation and Objectives 
 
Development time differences can have an impact on the organism and its history, being 
widely associated with adaptation of species. Moreover, developmental time shows an association 
with lifespan and adult size among other traits [1]. Thus, it is important to understand the 
molecular basis of development time differences. One of the approaches to address this question 
is to search for genes that show variation at the amino acid level and that might affect the 
phenotypic differences observed in terms of developmental time. Another one is to compare the 
gene expression of candidate genes in individuals showing different developmental times. The 
model organism Drosophila is an ideal model for such studies since genomic data is available for 
many species, they are easy to maintain, and developmental time can be easily phenotyped. 
Development has been well studied in Drosophila species and several studies show that for 
development time the type of food is one of the biggest modifiers of the phenotype [2]. Several 
other studies have made genetic and nutritional manipulations with the objective of observing the 
effects of this in development time of Drosophila, showing several degrees of association between 
the studied manipulations and the shown phenotypes [3]. However, in the present work, the goal 
was to study the observed differences in the development time of Drosophila, without subjecting 
flies to any genetic or nutritional manipulation.  
This project focused on the study of the expression of candidate genes who could in principle 
explain the differences in development time in 3 strains of Drosophila (D. americana strain W11; 
D. americana strain SF12; D. novamexicana strain NOVA00), all belonging to the  virilis group. 
These species group is interesting in many areas of studies, because of the wide range of 
phenotypic differences found between closely related species.  
Genes on Muller’s element C were chosen because of the association between this 
chromosomal arm and developmental time [1]. The expression of the candidate genes was studied 
using RT-PCR under 12 different conditions, namely, strain W11 with 15 development days at 4 
days of life and at 8 days of life; W11 with 16 development days at 4 days of life and at 8 days of 
life; strain SF12 with 15 development days at 4 days of life and at 8 days of life; SF12 with 16 
development days at 4 days of life and at 8 days of life; strain NOVA00 with 16 development 
days at 4 days of life and at 8 days of life; NOVA00 with 17 development days at 4 days of life 
and at 8 days of life.  
In this work, firstly, we present a review of the knowledge on the characteristics that make 
Drosophila an ideal model organism to study many biological processes, including development. 
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We present a short review of its importance in the development of scientific knowledge around 
many areas of interest, the importance of the sequencing of the original 12 Drosophila genomes 
and their features, the main characteristics of Drosophila genus and the reason why virilis group 
is a remarkably interesting group of species. The comparisons between D. americana and D. 
novamexicana, the two Drosophila species used in this project are discussed. Then, we briefly 
review the relevant literature in development. Moreover, we present evidence of positive selection 
present in Drosophila genes involved with DT (development time). Lastly, the main results are 
discussed and their contributions to the topic of interest.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 3 
 
I.2. The Known Potential of Drosophila as a Model Organism in 
Biological Studies  
 
Many important features of Drosophila, show its great potential in molecular and cellular 
biology studies. Some of the biggest advantages of using the fruit fly are its short life cycle, 
easiness to keep in laboratory conditions, easiness of hybridization with closely related species 
and the numerous different strains with a wide range of phenotypic traits, among several other 
interesting characteristics. 
The rapid and powerful genetic tools available for Drosophila in recent years have 
maximized the potential of the fruit fly in biology, elucidating gene mechanisms, and revealing 
novel disease-relevant biology [4]. Information on these resources and many other useful genetic 
reagents are available through flybase.org, an online annotated resource for Drosophila genetics 
(http://flybase.org) [5, 6].  
The Drosophila system has also been used as a model to develop bioinformatic tools for 
the characterization of coding and regulatory regions [7, 8]. 
Considering the substantial genomic conservation with humans, it is no surprise that 
studies in Drosophila have touched almost all branches of human disease biology, evidencing the 
ever-growing importance of Drosophila as an organism model [9]. Many different studies have 
produced interesting results touching several different human diseases; this includes studies of 
sterol absorption in the gut [10], neuromuscular dysfunction in mucolipidosis [11], mechanisms 
of congenital renal disease [12] and cardiotoxicity from a high-fat diet [13]. The several 
Drosophila models have warranted powerful insights into several neurodegenerative disorders 
[14, 15, 16] such as Alzheimer’s and Parkinson’s disease [15], amyotrophic lateral sclerosis [17], 
Huntington’s disease [18, 19] and spinocerebellar ataxias [20]. Mechanisms to identify conserved 
regulators of pain perception [21], cardiac function [22] and adipocyte differentiation [23], have 
produced further insights into human disease. Many other screens have highlighted Mendelian 
disease genes [24]. 
It should be noted that all these studies rely on the key assumption that homologous genes 
between Drosophila and human will have conserved functional activities, leading to similar 
phenotypes when subject to any genetic manipulation besides the assumption of evolutionary 
conservation at the sequence level [4]. 
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I.3. The Drosophila Genus 
I.3.1. The Importance of the Drosophila Genomes Sequencing Project and its Results  
 
Although D. melanogaster is a lot more extensively characterized and studied than other 
Drosophila species, in recent years, other species of the genus have been the subject of many 
studies. One important milestone in Drosophila biology was the sequencing of 12 Drosophila 
species (D. melanogaster, D. sechellia, D. simulans, D. yakuba, D. erecta, D. ananassae, D. 
pseudoobscura, D. persimilis, D. willistoni, D. mojavensis, D. virilis and D. grimshawi) (Fig. 1),  
known widely as the Drosophila 12 Genomes Consortium [25]. Important advances were made 
regarding the history, evolution, and the further understanding of the divergence of traits between 
species. The genus Drosophila includes both closely related species and species that are diverging 
for at least 40 My (million years) [26, 27]. For instance, D. melanogaster, D. americana and D. 
novamexicana (the latter two of the virilis group and the subject species of our study) are 
diverging for at least 40 My [26, 27]. Many other species have been sequenced since that time, 
including D. americana. 
 
 
Figure 1 - Phylogram of the 12 sequenced species of Drosophila, derived using pairwise genomic mutation distances and the 
neighbor-joining method (adapted from [25]) 
 
It is established that the most important aspects of the cellular, molecular and 
developmental biology of the 12 sequenced species are well conserved. Therefore, the genomes 
of these species provide an excellent model for studying how conserved functions are maintained 
in the face of sequence divergence, as well as providing extensive resources for the study of the 
relationship between genome sequence and phenotypic diversity. The sequences provide a 
fantastic tool to contrast genome structure, genome content, and evolutionary dynamics across 
the well-defined phylogeny of the sequenced species (Fig. 1) [25]. 
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As mentioned above, at a broad level, the overall genome structure is well conserved 
across the 12 sequenced species. This can be seen in several characteristics presented on Table1; 
here we highlight the differences between the 12 species, focusing on D. melanogaster, the model 
organism, and D. virilis, the closest species to D. americana and D. novamexicana. Total genome 
size (estimated by flow cytometry) has small variation ranging from 130Mb (D. mojavensis), 
200Mb in D. melanogaster and further 364Mb (D. virilis) (Table 1), in contrast with a reported 
difference between Drosophila and mammals [28]. Total protein-coding sequence ranges from 
38.9Mb in D. melanogaster, 57.9Mb in D. virilis, to 65.4Mb in D. willistoni. Intronic DNA 
content ranges from 19.6Mb in D. simulans, 21.7Mb in D. virilis, 21.8Mb in D. melanogaster to 
24.0 Mb in D. pseudoobscura (Table 1). Despite the conservation found in this characteristics, 
there are many putatively non-neutral changes identified in protein-coding genes, non-coding 
RNA genes, and cis-regulatory regions. These differences may prove to be the basis of 
divergences in the ecology and behavior of these species [25]. Approximately 20% of 
transcription in D. melanogaster seems to be unassociated with protein-coding genes [29] and 
between 5.6–32.3% of gene models in non-melanogaster species correspond to protein-coding 
derived from transposable elements. There were 8,563 genes with single-copy orthologous genes 
in the melanogaster group and 6,698 genes with single-copy orthologous genes in all 12 species 
(Figure 2) [25, 30]. From the 21,928 cases in which a D.melanogaster gene was absent from 
another species, there were further identified plausible homologs for 13,265 (60.5%), confirmed 
absences of homology for 4,546 (20.7%) genes and the remaining 4,117 (18.8%) were unable to 
be resolved [25]. The number of ncRNA (non-coding RNA) genes per family in Drosophila is 
relatively low (Table 1). tRNAs (transfer RNAs) genes are the most abundant family of ncRNA 
genes in all 12 genomes, with 297 tRNAs in D. melanogaster, 279 in D. virilis and between 261–
484 tRNA genes in the other species (Table 1). From the 78 previously reported miRNA 
(microRNAs) genes, 71 (91%) are highly conserved across the entire genus, with the remaining 
seven genes restricted to the subgenus Sophophora. All species contain identical numbers of 
snRNA (small nuclear RNA) genes (Table 1)[25].  
 
 
Figure 2- Number of gene models in 12 Drosophila genomes that fall into one of the five mentioned homology classes (adapted 
from [25], see for further details). 
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Table 1- A summary of annotated features across all 12 sequenced genomes (adapted from [25]). 
 
 
Similar numbers of predicted protein-coding (Table 1) genes are observed across the 12 
species. The majority of predicted genes in each species have homologs in D. melanogaster 
(Table 1). Most of the 13,733 protein-coding genes in D. melanogaster are conserved across the 
entire phylogeny: 77% have identifiable homologues in all 12 genomes, 62% can be identified as 
single-copy orthologues in the six genomes of the melanogaster group and 49% can be identified 
as single-copy orthologues in all 12 genomes (Fig. 2). Figure 2 summarizes studies by [25], 
presenting a number of gene models in 12 Drosophila genomes that fall into one of five homology 
classes: single-copy orthologues in all species (single-copy orthologues), conserved in all species 
as orthologues or paralogues (conserved homologues), a D. melanogaster homologue, but not 
found in all species (patchy homologues with mel.), conserved in at least two species but without 
a D. melanogaster homologue (patchy homologues, no mel.), and found only in a single lineage 
(lineage-specific). Furthermore, for species with expression data available, the fraction of genes 
in each homology class that fall into one of four evidence classes is presented. The vast majority 
(11,348/11,644, or 97.5%) of D. melanogaster proteins that can be unambiguously assigned a 
homology pattern are inferred to be ancestrally present at the genus root.  Of the remaining 296 
non-ancestrally present genes, 252 are Sophophora-specific. The remaining 44 proteins include 
14 present in the melanogaster group, 23 present only in the melanogaster subgroup, 3 unique to 
the melanogaster species complex, and 4 found in D. melanogaster only [25]. 
The vast majority of multigene families are found in all 12 genomes, however, their size 
is highly dynamic: 4,692 (41.0%) gene families changed in size in at least one species, and an 
appreciable fraction shows rapid and lineage-specific expansions and contractions. There are at 
least 44 protein-coding genes unique to the melanogaster group, proteins who were found to have 
very different properties from ancestral ones [25]. 
Across the genus, transposable elements range from 2.7% in D. simulans and D. 
grimshawi, 5.35% in D.melanogaster, 13.96% in D.virilis to 25% in D. ananassae (Table 1). 
Within the Drosophila subgenus, D. grimshawi has the lowest transposable element content, 
possibly relating to its ecological status as an island endemic, which potentially minimizes the 
chances for horizontal transfer of transposable element families. The highest levels of 
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transposable elements are found in D. ananassae, who also has the highest numbers of pseudo-
transfer (t)RNA genes (Table 1). These results further suggest a potential relationship between 
pseudo-tRNA genes and repetitive DNA, in accordance with what has been established in the 
mouse genome [31].  
When looking into specific genes and parts of the genome, the number of structural 
changes and rearrangements is obviously larger; one interesting case is the several different 
rearrangements of genes in the Hox cluster found in Drosophila species [25]. Several cluster splits 
have been identified in Drosophila [32, 33] and the 12 Drosophila genome sequences provide 
additional evidence of Hox gene clustering in Drosophila. There are six different gene 
arrangements found, with no species retaining the inferred ancestral gene order [34]. 
 
 
I.3.2. The Genus Main Characteristics 
 
The Drosophila genus is a large, diverse and widely distributed group of organisms [35]. 
Its taxonomy is relatively well known and established, there is broad information for most of the 
species [37]. The genus is paraphyletic as several other genera are included within the phylogeny 
of Drosophila [36]. Ten subgenera are presently recognized within the genus, of which 
Sophophora and Drosophila are the major ones [38]; these are further taxonomically subdivided 
into radiations and species groups. Of the two main subgenera, Drosophila is the largest one,  
comprising three major lineages: the funebris species group; the virilis-repleta radiation; and the 
immigrans-tripunctata radiation.  
The origin of the virilis-repleta radiation has been placed in the Old World tropics [39], 
most likely in the Asiatic tropical regions [35]; from this ancestor two lineages evolved leading 
to the Old World tropics (e.g. the polychaeta group) and temperate species groups (e.g. virilis, 
robusta and melanica species groups). A Neotropical radiation, which comprises the repleta, 
canalinea, mesophragmatica, dreyfusi, annulimana and nannoptera species groups, evolved from 
a third lineage of the Asiatic tropical ancestor.  
The crown age for the Drosophila subgenus (and, therefore, the divergence of the two 
major lineages, the immigrans-tripunctata and virilis-repleta), is placed in the late Eocene, 
approximately 34 Mya [27, 40]. Other studies indicate that the major groups appeared during the 
Oligocene/Miocene transition or early Miocene [27].  
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Figure 3- Syntenic Relationships of the Chromosomal Arms of the Drosophila Species (adapted from flybase.org [6]) 
 
Furthermore, the genus Drosophila varies considerably in their morphology, ecology, and 
behavior [41]. From an ecological point of view, the members of the subgenus Drosophila occupy 
a wide variety of niches, from sap feeders (e.g. robusta, melanica and virilis) to cactophilic 
species (e.g. repleta), mycophagous (e.g. quinaria) and flower feeders (e.g. tripunctata) [37, 38], 
although many of the species are generalists and can exploit different resources.  
Colonization of new geographic regions and new ecological resources can result in rapid 
species diversification into the new ecological niches available, a phenomenon that seems to have 
shaped the evolution of Drosophila genus. Members of the subgenus Drosophila are distributed 
across the globe [27], spanning a wide range of global distributions, the 12 original sequenced 
species [25] originate from Africa, Asia, the Americas, the Pacific Islands and also cosmopolitan 
species have colonized the planet (D. melanogaster and D. simulans) as well as closely related 
species that live on single islands (D. sechellia) [42]. A variety of behavioral strategies is also 
encompassed by the sequenced species, ranging in feeding habit from generalist such as D. 
ananassae, to specialist such as D. sechellia, which feeds on the fruit of a single plant species.  
Furthermore, Drosophila species vary in their number of chromosomes and arrangements. 
There are six fundamental chromosome arms common to all species, referred to as ‘Muller 
elements’, and named from A to F. Although most pairs of orthologous genes are found on the 
same Muller element, there is gene shuffling within Muller elements between diverged genomes 
(Fig. 3). Moreover, inversions seem to have played important roles in the process of speciation in 
at least some taxa [43].  
Despite this wealth of diversity, Drosophila species share a distinctive body plan and life 
cycle [25].  
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I.4. The virilis Group of Species  
I.4.1. virilis Group Main Characteristics  
 
The virilis group of Drosophila is of special interest because it comprises many closely related 
species with different phenotypic traits evolving for a relatively short period. The species group 
provides a good model for analyzing the genetic basis of morphological differences [26, 44, 45] 
being one of the best-studied species groups in the subgenus Drosophila.  
In total, the virilis group comprises 12 closely related species, separated in two main phylads, 
montana and virilis. The virilis phylad—includes D. virilis, D. lummei, D. novamexicana, and D. 
americana [26]. There are distinct differences in chromosome number and shape, overall ecology, 
morphology, and geographic range. The group has a wide geographic range stretching from the 
tropics to the northern taiga in both Old and New Worlds, comprising species living in deserts, in 
the tropics, on chains of volcanic islands and commensally with humans. Larvae of these fruit 
flies develop in rotting wood, mainly that of deciduous trees of the genus Salix. Gross 
morphological differences among these taxa are minimal, except for differences in the structure 
of the male genitalia [46]. The group exhibits a series of chromosomal rearrangements, and the 
resulting differences among karyotypes were primary characters originally used to define taxa 
within the group [47]. Chromosomal changes consisting of centromeric fusions and inversions 
are prevalent. Several chromosomal forms such as D. novamexicana and D. americana apparently 
arose through dispersal of an ancestral lineage into North America [47-49].  
One striking difference in the virilis group of species is the pupal case color [50]. All members 
of the group have brown puparia, except for D. virilis who has black puparia that are easily 
distinguished in early pupal development. Furthermore, this trait is not entirely fixed across the 
species, the intensity of the black color varies between different strains and is affected by 
crowding and culture conditions [50-52]. A single genomic interval (11 kb) on chromosome 5 
was identified as the cause of the pupal case color difference. This region contains only the first 
exon and regulatory region of a single D. virilis gene, GJ20215, which is the homolog of the D. 
melanogaster dopamine N-acetyltransferase (Dat), an enzyme known to act in the pigmentation 
pathway. It seems that reduced expression of Dat in early pupal development in D. virilis is the 
cause of dark pupae in this species [52]. Dat is among a few other genes identified in Drosophila 
(e.g. [53-55]) that by themselves can cause striking phenotypic differences in closely related 
species [52]. 
Regardless of the observed differences, many species can cross with one another at least in 
one direction and produce partly fertile offspring [56].  
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I.4.2. Phylogenetic Relationships in the virilis Genus  
 
Several studies have examined the taxonomy, phylogenetic history and reproductive 
incompatibilities among members of this group [47, 52, 57-69].  
It seems that interspecific hybridization has significantly contributed to the evolutionary 
history of the virilis species group [56]. 
Using a set of 48 polymorphic microsatellites derived from D. virilis to infer phylogenetic 
relationships in the virilis clade, the results were consistent with previous studies, showing D. 
virilis and D. lummei as the most basal species of the group [70]. D. lummei is sister to the North 
American members of this subgroup. Both D. virilis and D. lummei are Palearctic endemics [64]. 
D. virilis being endemic to middle latitudes in Asia and D. lummei occurring at higher latitudes 
[64]. Moreover, the division between D. lummei and the North American complex of D. 
novamexicana and D. americana apparently represents the dispersal of the virilis subgroup into 
the Nearctic region. Fly lines of the virilis subgroup originating from North America, D. 
novamexicana and D. americana, form a strongly supported monophyletic group of closely 
related sequences [47]. The emergence of an ancestral lineage in North America through a 
common ancestor with D. lummei is consistent with dispersal through a Beringian corridor. 
Several chromosomal inversions originated in the common ancestor are currently polymorphic in 
both D. lummei and D. americana [64], which suggests their ancestral population was well 
connected and that both lineages have maintained historically large effective sizes [47]. 
 
 
I.4.3. D. virilis  
 
Besides pupal case color, D. virilis differs from other species of the virilis group in that 
inversion chromosome polymorphism is absent in its natural populations. Analysis of the 
nucleotide sequences of different gene families invariably leads to the conclusion that D. virilis 
is an ancient species which was one of the first to diverge from the common ancestor of the group 
several million years ago [56, 68, 71-72]. The hypothetical place of origin of D. virilis is in 
Southeast Asia [56, 73]. 
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I.4.4. D. virilis and D. americana Relationship 
 
D. virilis and D. americana, are two species of special interest because, among other reasons, 
they can be crossed easily and yield hybrids which are partially fertile [74]. D. virilis has been 
diverging from D. americana for approximately 4.1 My [26, 60]. This two sub-species differ in 
gene alignment, in the chromosome configuration of the ganglion cells, in phenotypic appearance, 
and physiological characteristics. D. americana has a much larger eye, with finer eye pile, broader 
carina, overall darker body color, heavier cloud on posterior cross-vein and a more fusiform body 
[75].  
 
 
I.4.5. D. americana 
 
 D. americana is a member of the virilis subgroup of Drosophila and is closely related to 
D, virilis [68]. D. americana and D. melanogaster have been diverging for about 40My [1, 27]. 
70.2% of the annotated D. melanogaster proteins have a hit in D. americana genomes (15,308 
hits; Table 1). When using the same approach, 84.1% of the annotated D. melanogaster proteins 
have a hit in the D. virilis genome (18,934 hits; Table 1), but this likely reflects differences in 
genome coverage [76]. Its ecology means that it is less likely to have been disturbed by human 
activities than species such as D. melanogaster and D. simulans [77]. D. americana is native to 
the United States where it has been independently evolving for approximately 1 Myr [26, 47, 78]. 
This species is widely distributed, across the Central and Eastern regions of the United States 
from the South (Texas to the states around the Gulf of Mexico) to the North of the country (from 
Montana to Maine) [73]. This species can be easily collected along the margins of marshes, lakes, 
and rivers, especially those where there is a high density of Salix species [64], and in recent years, 
several articles were published using hundreds of wild-caught D. americana individuals from 
different populations and strains [26, 79-82].  
D. americana is an excellent species for comparative studies on the molecular basis of 
phenotypic variation [1, 26]. Besides D. virilis, this species can also be crossed with D. 
novamexicana. D. americana is thought to present a large amount of genotypic variation, low 
levels of population structure and a stable historical population size [26, 78, 83]. The inferred D. 
americana effective population size is 3.6 million individuals [26]. 
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I.4.6. D. novamexicana and D. americana Relationship 
 
D. novamexicana is another member of the virilis group of species, that is very closely 
related with D. americana, however, they appear to be different in their evolutionary histories. 
Results show that D. americana has had a large, stable population and there is no evidence that 
indicates any recent significant reduction in population size. Conversely, there is evidence in the 
results for a reduced ancestral population size in D. novamexicana. The findings are consistent 
with a recent cladogenesis event of D. novamexicana and D. americana. Furthermore, D. 
novamexicana as a population is significantly differentiated relative to D. americana [66, 84]. D. 
americana inhabiting the Central and Eastern regions from the South (Texas to the states around 
the Gulf of Mexico) (Fig.4) to the North of the country (from Montana to Maine), while D. 
novamexicana has a more restricted distribution in the Southwest (New Mexico, Arizona, 
Colorado and Eastern Utah) (Fig.5) [73]. The age of divergence between these two species was 
estimated to be 0.866 My and 0.266 My for fused1 and lim3, respectively, with one method. 
Estimated 0.388 My with Stephens et al. (1985) [85] method and 0.380 My by Caletka et al. 
(2004) [47]. Furthermore, other lines of evidence support the recent age of these species such as 
the estimated age for the inversion Xc, 0.308 My, Vieira et al. (2006) [86]. The divergence time 
seems to be around 0.40 My, considering the several lines of work and different approaches taken 
into aging the divergence of this two species. Maintenance of the ancestral karyotype in D. 
novamexicana contrasts distinctly with the occurrence of two centromeric fusions in D. 
americana. The restricted geographical location of D. novamexicana to the western slopes of the 
Rocky Mountains suggests that D. novamexicana evolved from a marginal, peripheral population 
of the D. americana/D. novamexicana ancestral species. The mid to late-Pleistocene is a period 
characterized by pluvial–interpluvial cycles in Southwest North America that have influenced the 
evolution and diversification of many North American species [87-88]. Thus, the effect of the 
pluvial–interpluvial period of the Pleistocene appears to be restricted to the most Southwestern 
population of the ancestral species. It is also evident that D. novamexicana evolved in complete 
isolation from D. americana since there is no conclusive evidence for introgression of D. 
americana alleles [89].   
 
 
Figure 4-  Geographical location of D. americana, found east of the Rocky Mountains, a major mountain range in western North 
America (adapted from [90]) 
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Figure 5 - Geographical location of D. novamexicana, found in sparse populations confined to the southwestern desert of the United 
States, around Arizona and New Mexico (adapted from [90]) 
 
The two species differ in their karyotype; D. americana has a fixed fusion of 
chromosomes 2 and 3 while D. novamexicana retained the ancestral karyotype where 
chromosomes 2 and 3 are unfused [75, 91]. There are also further karyotype differences between 
the two species in the frequency of some polymorphic chromosomal inversions. Interestingly, 
there are populations of D. americana that have chromosomal rearrangements in common with 
D. novamexicana while other populations of D. americana show the alternative arrangement [1, 
92-94]. 
However, one of the most easily recognizable differences between D. americana and D. 
novamexicana is the pigmentation pattern. It is striking how such closely related species differ so 
greatly on such an important phenotypic trait. Adults of D. novamexicana differ in color from 
their sister species as they have evolved a light brown color pigmentation along the dorsal 
abdomen, head, and thorax, while all other members of the group are darkly pigmented [44, 93]. 
Furthermore, D. novamexicana also lacks pigment along the abdominal dorsal midline (Fig.6) 
[93, 95]. 
 
Figure 6 -  Pigmentation differences in the virilis group of Drosophila. Estimated divergence times [47] are shown on the scale at 
the bottom (MY=millions years) (adapted from [95]). 
 
Pigmentation differences in adult insects have been attributed to several selective pressures, 
including desiccation resistance, ultraviolet protection, thermal regulation, crypsis and sexual 
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selection [45, 96-100]. Selection on pigmentation phenotypes may also be indirectly caused by 
pleiotropic genes in the pigmentation pathway, affecting a number of traits [101-102]. Previous 
works have shown that ebony plays a major role in the pigment difference [93] and that tan also 
contributes [102], the two genes account for nearly 87% of the pigmentation difference [95, 104]. 
Abdominal expression of the Ebony protein is higher in D. novamexicana than in the darker 
D.americana, consistent with its ability to inhibit melanization [93].  
Furthermore, pigmentation has emerged as a model trait for evolutionary and developmental 
analysis that is particularly amenable to molecular investigation in the genus Drosophila [103], 
because this genus combines the advantages of a well-developed model system with substantial 
phenotypic diversity. As previously mentioned, the availability of genetic tools in D. 
melanogaster has increasingly helped elucidate several genetic and developmental mechanisms 
of pigment evolution [95]. Many studies have touched this topic [93, 95-96, 99, 104-109].  
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I.5. Evolution in the Drosophila Genus   
I.5.1. Overall Evolution 
 
As one of the main goals of this project was to study genes showing signs of positive selection 
according to the bpositive online database [110] (http://bpositive.i3s.up.pt/), while also being 
involved in development, it is of special importance to understand how the genome is evolving in 
the Drosophila genus. Many studies have approached the evolutionary processes in Drosophila 
genomes across the phylogeny of species. The Drosophila 12 Genomes Consortium [25] has 
collected several analyses on how are the genomes and sequences evolving in the genus. 
Foremost, having multiple genomes in a phylogenetic framework improves dramatically the 
precision and sensitivity of evolutionary inference through comparative analysis, producing more 
robust results than single-genome analyses. The data gathered from the sequencing of the 12 
Drosophila species genomes presented by the Drosophila 12 Genomes Consortium [25] illustrate 
how rates and patterns of sequence divergence across taxa can enlighten evolutionary processes 
on a genomic scale. The several sequenced genomes of the Drosophila genus provide great 
statistical power to identify factors affecting rates of protein evolution. 
Although the level of gene expression consistently seems to be a major determinant of 
variation in rates of evolution among proteins [111-112], studies have suggested that there are 
other factors playing a significant part [113-116]. The breadth of expression across tissues, gene 
essentiality, and intron number all independently correlate with rates of protein evolution, 
suggesting this are also important factors in modulating rates of protein evolution [117]. The 
presence of repetitive amino acid sequences seems to play a role too, non-repeat regions in 
proteins containing repeats evolve faster and show more evidence for positive selection than genes 
lacking repeats [118].  
The evolutionary divergence spanned by the genus Drosophila exceeds that of the entire 
mammalian radiation when generation time is taken into account [25, 119].  
Sackton et al. (2007) [120] studied 226 genes using data from the 12 sequenced 
Drosophila species genomes and about 10% of the genes analyzed showed evidence of positive 
selection, using a likelihood-based framework [121]. 
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I.5.2. GO Terms Evolution 
 
In the Drosophila 12 Genomes Consortium study [25], several GO (Gene Ontology) terms 
were evaluated for rates of gain/loss. The most common terms with elevated rates of gain/loss 
include “defense response”, “protein binding”, “zinc ion binding”, “proteolysis”, and “trypsin 
activity”. Genes present in GO terms “defense response” and “proteolysis” also show high rates 
of protein evolution. Overall heterogeneity was observed in rates of gene gain and loss across 
lineages, suggesting that there is no lineage with an increase/decrease in gene gain and loss [122].  
 
 
Figure 7- Patterns of constraint and positive selection among GO terms: a, biological process GO terms; b, cellular component GO 
terms; and c, molecular function GO term. Distribution of average ω  per gene is shown and the negative log10 of the probability of 
positive selection for the selected genes (adapted from [25]). 
 
Most of the functional categories of genes are strongly constrained, with median estimates of 
ω=dN/dS (the ratio of non-synonymous to synonymous divergence) [123] much less than one, 
and functionally similar genes are similarly constrained. Moreover, highly expressed genes seem 
to evolve more slowly. 31.8% of GO categories have significantly lower variance in ω than 
expected (q-value true-positive test) [124]. Only 11% of GO categories had statistically 
significantly elevated ω (relative to the median of all genes with GO annotations) at a 5% false-
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discovery rate (FDR), suggesting either positive selection or a reduction in the selective 
constraint. The GO categories showing elevated ω include the biological processes “defence 
response”, “proteolysis”, “DNA metabolic process” and “response to biotic stimulus”; the 
molecular functions “transcription factor activity”, “peptidase activity”, “receptor binding”, 
“odorant binding”, “DNA binding”, “receptor activity” and “G-protein-coupled receptor 
activity”; and the cellular location “extracellular” (Fig.7). When comparing dN (ratio of non-
synonymous divergence) across GO categories similar results are obtained, which suggest that in 
most cases the observed differences in ω among GO categories are driven by amino acid rather 
than synonymous site substitutions. It is important to notice that the bias in the way biological 
function are assigned to genes leaves open the possibility that unannotated biological functions 
may have an important role in evolution. This evidence was backed up by observing that genes 
with characterized mutant alleles in flybase.org database [5] evolve significantly more slowly 
than other genes (median ω with alleles =0.0525 and ω without alleles =0.0701; MWU, P<1x10-
16) [25]. 
 
 
I.5.3. Categories Enriched with Genes Showing Signatures of Adaptive Evolution  
 
There is considerable variation among different protein-coding genes in rates of evolution 
and patterns of positive selection. Broad functional classes do not seem to share patterns of 
positive selection, only a few GO categories show excesses of positive selection, although there 
are some categories who are enriched with genes that show signatures of adaptive evolution such 
as categories of genes who present interactions with the environment, in sex and reproduction, 
suggesting that adaptation to changing environments, and sexual selection, shape the evolution of 
some protein-coding genes [25]. 
Drosophila species have complex olfactory and gustatory systems used mainly to identify 
food sources, hazards and mates, which depend on odorant-binding proteins, and olfactory (Ors) 
and gustatory receptors (Grs). The D. melanogaster genome has approximately 60 Ors, 60 Grs, 
and 50 odorant-binding protein genes. Although there is conservation of gene number across the 
12 species, there is evidence that some Or and Gr genes experience positive selection [125-127]. 
D. sechellia and D. erecta, two independently evolved specialists, are losing Gr genes 
approximately five times faster than generalist species [125, 128]. We can easily explain this with 
the knowledge that generalists are expected to encounter the most diverse set of tastants and 
because of this they have maintained the greatest diversity of Grs. Indeed, there is some evidence 
that the odorant-binding protein genes evolve significantly faster in specialists compared to 
generalists [126]. The observed difference between specialist and generalist ω for Or/Gr genes 
(0.0292) is significantly greater than the difference for genes across the whole genome (0.0091; 
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MWU, P=0.0052) [125], suggesting a change in selective regime. The observation that elevated 
ω affect groups of Or and Gr genes that respond to specific chemical ligands and are expressed 
during specific life stages, suggests that rapid evolution at Or/Gr loci in specialists is related to 
the ecological shifts these species have sustained [125]. 
Also interesting is the case of some detoxification/metabolism genes. The larval food 
sources for Drosophila species contain a significant amount of toxic compounds, consequently 
Drosophila genomes encode a wide variety of detoxification proteins, which include members of 
the cytochrome P450 (P450) and glutathione S-transferase (GST) multigene families, all of which 
are known to have critical roles in resistance to insecticides [129-131]. Among the P450s, the five 
enzymes associated with insecticide resistance are highly dynamic across the phylogeny, with 24 
duplication events and 4 loss events since the last common ancestor of the genus, which is in 
striking contrast to genes with known developmental roles, eight of which are present as a single 
copy in all 12 species [25]. Specialists seem to lose detoxification genes at a faster rate than 
generalists (D. sechellia has lost the most P450 genes). And although metabolic enzymes, in 
general, are highly constrained (median ω=0.045 for enzymes, 0.066 for non-enzymes; MWU, 
P=5.7 x 10-24), enzymes involved in xenobiotic metabolism evolve significantly faster than other 
enzymes (median ω=0.05 for the xenobiotic group versus ω=0.045 overall, two-tailed 
permutation test, P=0.0110) [25]. 
Drosophila, like all insects, possesses an innate immune system, with many components 
analogous to the innate immune pathways of mammals although it lacks an antibody-mediated 
adaptive immune system [132]. Immune system genes evolve rapidly, as a response to selection 
pressures from pathogens and parasites [133-135]. In the Drosophila genus, immune system 
genes evolve more rapidly than non-immune genes. 29% of receptor genes involved in 
phagocytosis seem to evolve under positive selection, suggesting that the molecular interactions 
between Drosophila receptors genes and pathogen antigens are causing coevolution and 
adaptation in these genes. Only 5% of effector genes show evidence of adaptive evolution, 
compared to 10% of genes genome-wide. It seems, though, that effector genes evolve by rapid 
duplication and deletion. 49% of genes genome-wide, 63% of genes involved in pathogen 
recognition and 81% of genes implicated in immune-related signal transduction can be found as 
single copy orthologues in all 12 species, compared to only 40% of effector genes (x2=41.13, 
P=2.53 x 10-8). Much of the Drosophila immune system genes seems to be evolving rapidly, 
although the mode of evolution varies across functional classes [25]. 
Genes encoding sex and reproduction-related proteins are another example of genes 
subject to a wide array of selective forces, including sexual conflict, sperm competition, cryptic 
female choice, and all these selective forces are believed to have led to a rapid evolution in these 
genes [136-138]. These authors [25] analyzed 2,505 sex and reproduction-related genes in the 
melanogaster group, and the data gathered shows that male sex and reproduction-related genes 
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evolve more rapidly at the protein level than genes not involved in sex or reproduction or than 
female sex and reproduction-related genes, which comes as an expected result considering the 
large number of selective forces verified in male flies. Furthermore, genes involved in 
spermatogenesis have significantly stronger evidence for positive selection than non-
spermatogenesis genes (permutation test, P=0.0053), genes that encode components of seminal 
fluid have significantly stronger evidence for positive selection than ‘non-sex’ genes [139]. It 
seems that these selective forces shape the evolution of genomes.  
Genes involved in development processes are expected to be under strong negative selection 
[140]. There is a common generalization of development conservation among related species, 
with the early development stages being the most refractory to change. Moreover, studies on 
positive selection in genes related to development are very rare. However, there are positively 
selected genes found in all embryonic stages, even during the periods who show the highest 
constraint. Indeed, even in functional groups of genes evolving under strong negative selection 
such as development, there are many genes showing evidence of positive selection at the amino 
acid level [140].  
 
 
I.5.4. The Evolution of Different Genomic Elements 
  
Several genomic elements are evolving at different rates. Here on we mention some of the 
most important genomic elements in the Drosophila genus and how are they evolving.  
Gene families expand or contract at a rate of 0.0012 gains and losses per gene per million 
years, or one fixed gene gain/loss across the genome every 60,000 yr [122]. 342 gene families 
showed significantly elevated rates of gene gain and loss compared to the genomic average, 
indicating that non-neutral processes may play a part in gene family evolution [25]. 
Drosophila cis-regulatory DNA sequences are highly constrained as expected [141-142], with 
mean constraint within modules as 0.643 (95% bootstrap confidence interval =0.621–0.662) and 
within footprints 0.692 (0.655–0.723), both of which are significantly higher than mean constraint 
in non-coding DNA overall 0.555 (0.546–0.563) and significantly lower than constraint at non-
degenerate coding sites 0.862 (0.856–0.868) and ncRNA genes 0.864 (0.846–0.880). Further 
evidencing that transcription factor binding sites tend to be found in larger blocks of constraint 
that cluster to form cis-regulatory modules [143].  
Most of the miRNAs are highly conserved within the Drosophila genus. For 71 previously 
described miRNA genes inferred to be present in the common ancestor of these 12 species, mature 
miRNA sequences are nearly invariant. Inside the mature miRNA, unpaired sites evolve more 
slowly than paired sites, whereas the opposite is true for the sequence complementary to the 
mature miRNA. However, it’s interesting to notice that outside the mature miRNA and its 
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complementary sequence, loops had the highest rate of evolution, followed by unpaired sites, with 
paired sites having the lowest rate of evolution. A large fraction of unpaired bulges or internal 
loops in the mature miRNA seem to be conserved. It seems that miRNA genes are considerably 
more conserved than protein-coding genes. The few substitutions that occur have compensatory 
changes that maintain the average estimated free energy of the folding structures across the 
phylogeny [25].  
In the mitochondrial genome, functional elements in mtDNA (mitochondrial DNA) are 
strongly conserved. As expected, tRNAs are relatively more conserved than the mtDNA overall 
(average pairwise nucleotide distance=0.055 substitutions per site for tRNAs versus 0.125 
substitutions per site overall). There is a deficit of substitutions in the stem regions of the stem-
loop structure of tRNAs, explained in the light of a strong selective pressure to maintain RNA 
secondary structure [25].  
 
 
 
I.5.5. Positive Selection 
 
Previous works have suggested that a substantial fraction of non-synonymous substitutions 
in Drosophila were fixed through positive selection [144-148]. Estimated 33.1% of single-copy 
orthologues in the melanogaster group have experienced positive selection on at least a subset of 
codons (q-value true-positive tests) [124]. Thus, several lines of evidence, based on different 
methodologies, suggest that patterns of amino acid fixation in Drosophila genomes have been 
shaped extensively by positive selection. Among genes inferred to be evolving by positive 
selection at a 10% FDR, 63.7% (q-value true-positive tests [124]) show evidence for spatial 
clustering of positively selected codons. In addition to being more constrained, codons in protein 
domains are less likely to be targets of positive selection [25]. 
D. melanogaster-specific positive selection has been detected in the past. This could be 
related to the ‘out of Africa’ population expansion that occurred approximately 10 000 years ago 
[149]. D. melanogaster expanded from sub-Saharan Africa and colonized other regions of the 
world and during this expansion it may have come into contact with new pathogens to which the 
species had to adapt. 
Furthermore, many investigators believe that it is very likely that the suggested 10% 
figure of genes being under positive selection [120] is an underestimation [121]. 
 
 
 
 
 21 
 
I.6. Development Studies in Drosophila  
 
Several studies using different Drosophila species and strains have provided many insights 
into developmental biology, revealing many genes in the Drosophila genome associated with 
overall developmental processes. Some of these studies are highlighted below, as their 
contributions to the state of art is worthy of mentioning. First, one important note about 
development time in the Drosophila subgenus is that it varies in different species. Cooley et al. 
(2012) [95] studied development time in D. americana and D. novamexicana comparing with 
identically aged D. melanogaster as a control, initiating data collection when the first pupae in 
the sample reached pupa stage P8 and continuing through adult stage A2. D. americana reached 
the A2 developmental stage 208.5 ± 5.7 hours after the start of the experiment and D. 
novamexicana took a similar amount of time 212.1 ± 3.3 hours. These results were consistent 
with previously reported qualitative observations of the closely related species D. virilis [38]. 
These developmental times are more than twice that in D. melanogaster (98.9 ± 1.7 hours between 
the start of experiment and occurrence of stage A2). Two sample, two-sided t-tests showed that 
the time taken to reach stage A2 is significantly different between D. melanogaster and D. 
americana (P < 0.0001) and between D. melanogaster and D. novamexicana (P < 0.0001), but 
not between D. americana and D. novamexicana (P = 0.287) [95]. 
Reis at al. (2014) [1] made a F2 association study for developmental time (DT), chill-coma 
recovery time (CRT), abdominal size (AS) and lifespan (LS) using two D. americana strains (H5 
and W11), one of which (W11) was a subject of studies in our project. They found significant 
correlations between DT and LS, that could be explained by variation in genes belonging to both 
insulin and ecdysone signaling pathways [1]. In their study they analyzed general GO terms 
selecting for developmental time - GO: 0007476 (imaginal disc-derived wing morphogenesis) 
and for lifespan - GO: 0008340 (determination of adult lifespan). For the GO term associated with 
developmental time, 307 putative candidate genes were identified in D.americana. 139 genes 
were identified for the GO term associated with lifespan. In their H5xW11 F2 association study 
they identified nine molecular markers showing significant associations for developmental time, 
after applying the sequential Bonferroni correction for multiple comparisons. The strongest signal 
came from Muller’s element C with 8 molecular markers showing significant associations, the 
other one was identified in Muller’s element D. Muller’s element C has 64 out of 307 (20.8%) 
putative candidate genes for the GO term used in this study. This Muller’s element is not enhanced 
by candidate genes, as the relative number (20.8%) is the expected value, considering there are 5 
major chromosomes in D. americana. However, there seems to be a connection between Muller’s 
element C genes and development time differences [1]. This study also found a significant 
correlation between DT and LS (DT vs LS, Non-parametric Spearman’s correlation =-0.447; 
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P<0.001), which could indicate that some candidate genes that explain developmental time 
differences account for variation in other characteristics too, thus pleiotropic genes seem to be 
involved in the phenotypic differences. Five genes (EcR, ilp2, S6k, InR, and Nf1) were identified 
as putative candidates to explain variation in more than one trait. ilp2, S6k, and InR are members 
of the insulin-signaling pathway that along with Nf1 have been implicated in the determination of 
body size [150-152] and adult lifespan [153-156]. However, only EcR, located on Muller’s 
element C, is a putative candidate for variation in both DT and LS. EcR has been shown to have 
a role in development during metamorphosis [157] and it is involved in the regulation of longevity 
[158]. This goes in accordance with the already reported impact of ecdysone signaling pathway 
in development [1]. It seems very likely that, in D. americana, the variation in DT is due to the 
involvement of the pleiotropic gene EcR, but also due to multiple other genes located across the 
entire genome [1]. None of these five genes show signs of positive selection according to the 
bpositive online platform [110].  
Costas et al. (2003) [159] identified and characterized a repetitive motif in the genome of D. 
melanogaster that shows a strong association with developmental genes in the genus. The 
wingless (wg) gene located in the chromosome 2L of D.melanogaster is a member of the Wnt 
gene family that encode for secreted glycoproteins, which act as key intercellular signaling 
molecules during animal development [160]. While searching the D. melanogaster wg intron 
sequences for putative regulatory regions, using an evolutionary comparative approach, the 
authors identified a 27 bp long motif that is overrepresented within the D. melanogaster genome 
and that is strongly associated with genes involved in development, signal transduction, and 
transcriptional regulation. This motif could prove useful in searching for new genes involved in 
Drosophila development as several components of main signaling pathways are associated with 
it, such as: Delta (Dl) and Serrate (Ser)  (ligands), Notch (N) (receptor) and Su(H) (nuclear 
transducer) of the N signaling pathway; wg (ligand) and frizzled3 (fz3) (receptor) of the Wnt 
signaling pathway; Epidermal growth factor receptor (Egfr) (receptor) and vein (vn) (ligand) of 
the Egfr signaling pathway; hedgehog (hh) (ligand) of the hh signaling pathway; or 
decapentaplegic (dpp) (ligand) of the TGF-β receptor signaling pathway. Thus, it’s likely that this 
motif defines an important regulatory network, linking together several fundamental genes active 
during Drosophila development [159]. Several characteristics of the motif, such as its trend to 
form clusters within and around genes or its biased location in regard to the transcription units, 
might be a consequence of its association with regulatory regions of genes associated with signal 
transduction pathways, and transcription factors involved in several developmental processes 
[159]. Furthermore, the detection of this motif in other Drosophila species from the Drosophila 
subgenus shows that this motif arose within the genome before the radiation of the genus [161-
162] which might suggest an evolutionary conservation linked with its probable vital importance 
during Drosophila development [159]. 
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Yan et al. (2015) [163] verified that the loss of GPAT4 in Drosophila led to a severe delay of 
development and slow growth, resulting in small-sized animals during the larval stages, however 
resulting ultimately in normal sized adult flies. This striking evidence, suggests that there are 
robust body size adjustments in the GPAT4 mutant likely achieved by changes in ecdysone and 
insulin signaling, and also in compromised food intake. It seems highly probable that a strategy 
evolved in animals to reach final body size when challenged by genetic alterations. Accordingly, 
a perturbed wing disc in Drosophila would slow down the growth of other discs and as a result 
the whole body, presumably allowing enough time for the damaged disc to repair [164-166]. 
During this repair process, ecdysone signaling is considered to be the limiting factor that ensures 
a normal final body size [165]. Previous studies show that perturbed wing discs secrete dilp8, an 
insulin-like peptide that inhibits ecdysone biosynthesis and slows down the growth of other 
tissues [167-168]. Likewise, loss of Ceng1 results in normal-sized adult flies with a moderate 
delay of the second instar larval stage in Drosophila [169]. The mutants show reduced expression 
of ecdysone, which presumably explains the extension of developmental time [169]. Ecdysone 
has repeatedly been considered a pivotal hormone that controls the development timing in 
Drosophila [170-172]. Besides the above-mentioned study by Reis et al. (2014) [1], other studies 
have shown the association of ecdysone with developmental time, reduced ecdysone signaling has 
been reported to increase the final body size in Drosophila through accelerating the growth rate 
or extending the duration of development [170-172]. Body growth is tightly associated with 
nutrient status and nutrient demand in all organisms [173-175], and it is known that for a similar 
nutrient demand, a high level of nutrients would promote organismal growth whereas a low level 
of nutrients would limit organismal growth [173-175]. It is also known that at a similar nutrient 
level, the nutrient demand is connected to the physiological and genetic conditions of the 
organism. The ecdysone signal and the insulin signal are critical signals that control growth 
duration and growth rate, respectively [173-175]. 
This study further evidences the associations between developmental time and lifespan, as 
well as the association between insulin and ecdysone signaling pathways and developmental time. 
It is likely that every single one of genes associated with ecdysone and insulin signaling pathways 
might have a different and essential role in development processes and consequently in 
developmental time. 
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II. Material and Methods  
II.1. Bioinformatic Search of Candidate Genes and the bpositive 
Database  
 
We performed a search using flybase.org database [5] for Drosophila genes with molecular 
functions and biological processes related with development, overall development, development 
processes and developmental time. Using the tool “biological process” in flybase.org we were 
able to find several GO (Gene Ontology) terms related with development processes and make 
several different basic analyzes of the chromosomal location of genes in each GO term list.  
To analyze if genes present any sign of positive selection, we used the online platform 
bpositive (http://bpositive.i3s.up.pt/) [110] dataset BP2016000001. This platform uses data on the 
D. melanogaster genome annotation (release 6.12) and data on the genome assemblies of 11 
closely related Drosophila species, namely: D. simulans (release 1.4), D. sechellia (release 1.3), 
D. erecta (release 1.3), D. yakuba (release 1.3), D. suzukii (release 1), D. biarmipes (release 1), 
D. takahashii (release 1), D. eugracilis (release 1), D. ficusphila (release 1), D. elegans (release 
1) and D. rhopaloa (release 1). The annotation from all D. melanogaster coding sequences (CDS) 
was transferred to the other 11 species, using Compart and Splign, as implemented in BDBM 
(BLAST DataBase Manager). Only fully annotated CDS, with no in-frame stop codons and with 
maximum 10% length variation relative to the D. melanogaster reference sequence were kept. 
Thus, it should be noted that rapidly evolving genes and genes encoding proteins with a variable 
number of repeats are likely not annotated this way. However, it is well established that it is 
difficult to obtain a reliable alignment for genes with such features. Moreover, it is well known 
that the use of highly divergent sequences can lead to an underestimation of the rate of 
synonymous (nucleotide change resulting in no alteration of the produced amino acid) divergence, 
which in turn leads to an inflated value for the ratio of the rate of non-synonymous (nucleotide 
change resulting in alteration of the produced amino acid) divergence/rate of synonymous 
divergence, leading to the identification of most likely false positively selected amino acid sites. 
The database uses ClustalW2, MrBayes, and codeml, as implemented in ADOPS [176], to attempt 
to identify positively selected amino acid positions in all datasets with four or more sequences. 
The resulting ADOPS project folders are provided, and all details of the performed analyses can 
be inspected, moreover, researchers can do additional analyses on the data, for instances, 
assessing the impact of the inclusion of a given sequence, or the impact of using a different 
alignment algorithm [110].  
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BP2016000001 was the used dataset in our project. Results for a specific gene are available 
for all the different transcripts available, and are presented as “analyzed”, for genes who were 
able to be analyzed but don’t show signs of positive selection; “not analyzed”, for genes who were 
not able to be analyzed due to the way the annotation was done; and “positively selected”, for 
genes that not only are “analyzed” but also show signs of positive selection. Furthermore, we 
looked at the sequences of “positively selected” genes in order to verify whether or not we believe 
in the prediction of the software. Although it is a subjective analysis, some transcripts could have 
resulted in “positively selected” as a result of poor alignment or the use of a small number of 
sequences. 
 
II.2. Drosophila Strains and Husbandry 
 
In this project we used 3 different strains of Drosophila:  
 D. americana strain W11  
 D. americana strain SF12 
 D. novamexicana strain 15010-1031.00 (shortly mentioned as NOVA00) 
Stocks from the flies were kept in laboratory conditions. During all experiments, all flies were 
raised under similar conditions, on standard cornmeal food with yeast at 25ºC. 
 
II.3. Experimental Setup 
 
We collected samples from the 3 strains with different development times and at different 
stages/days of life to later perform RT-PCR and study the expression of the candidate genes in 
the different samples. All samples are made entirely of male flies. A total of 12 different 
conditions were set and later tested: W11 flies with 15 days of development at 4 days and 8 days 
of life, W11 flies with 16 days of development at 4 days and 8 days of life, SF12 flies with 15 
days of development at 4 days and 8 days of life, SF12 flies with 16 days of development at 4 
days and 8 days of life, NOVA00 flies with 16 days of development at 4 days and 8 days of life 
and NOVA00 flies with 17 days of development at 4 days and 8 days of life. The different 
conditions used for NOVA00 are due to the difficulty in obtaining flies with 14 and 15 days of 
development. This observation agrees with the suggestion of Cooley et al. (2012) [95] showing 
that D. novamexicana has a longer development time than the sister species D. americana when 
comparing the time taken to develop from Pupal stage P8 to Adult stage A2.  
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In order to obtain flies with the specific day of development, firstly, flies from stocks 
were collected on the day of their birth. They were then transferred to another tube for 7 days (no 
crosses between species or strains were performed, all the newborn flies were transferred to a new 
tube) and after this time transferred to another new tube to lay eggs for 24 hours (the objective 
was to make sure that all the progeny had 7 days, so the age of progeny wouldn’t have an effect 
on the outcome of the experiment). The larva deposited in this tube gave origin to adults after 14-
18 days (development time days, from egg to adult). All male flies were collected the day they 
were born. They were kept in these tubes for 4 and 8 days before being snap frozen using liquid 
nitrogen and kept at -80ºC in sets of three. Sets of three males per tube were used for each 
condition to guarantee an RNA concentration high enough for further cDNA synthesis. The 
minimum number of biological replicates is 3, however, in most cases, more sets were used. 
We selected 4 and 8 days of life to snap froze flies since gene expression usually varies 
with age and it is unclear what the best time to assay differences is. We did not select newly born 
flies or flies with 1 day of life because the gene expression in the early stages of adult life can be 
remarkably variable (the difference between few hours of life can impact the expression 
producing significant differences). By using 4 and 8 days we can also verify whether or not there 
is an increase or decrease in the expression of the genes studied during adult life.  
 
II.4. RNA Extraction 
 
Total RNA was isolated from the whole body of the collected males of each sample, each 
tube containing a total of three males with the specific condition in study. Ambion™ TRIzol™ 
Reagent (Ref.15596018, Invitrogen, Carlsbad, CA, USA) protocol was optimized in order to 
improve the quality of the extracted RNA samples, improving the overall RNA integrity and 
reducing the contamination with DNA. The final protocol is the following: homogenize the 
samples using 100 µL of TRIzol™. After homogenization add another 900 µL of TRIzol™ 
reagent to the samples. Incubate the samples 5min at room temperature (RT). Centrifuge 10min 
at 5000 rpm in 4ºC. Transfer the supernatant to another 1.5 mL tube. Add 200 µL of Chloroform: 
Isoamyl Alcohol 24:1 (C0549 SIGMA, St. Louis, Missouri, USA). Stir the samples for 3 min at 
room temperature. Move the samples into 5Prime Phase Lock Gel™ Heavy 2 mL tube (#2302810, 
Quantabio, Hamburg, Germany). Centrifuge 15 min at 5000 rpm at 4ºC. Transfer the supernatant 
to another 1.5 mL tube. Add 5 µL of RNase-free Glycogen (5 mg/mL) (Ref.AM9510, Invitrogen, 
Lithuania) and invert. Add 500 µL of 2-Propanol for Analysis Emsure® (Ref.1.09634.1000, 
MilliporeSigma, Darmstadt, Germany). Incubate 10 min at RT. Centrifuge 10 min at 5000 rpm at 
4ºC. Remove and discard supernatant. Wash the RNA pellet twice with 1 mL of 75% ethanol with 
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Ambion™ Nuclease-free Water (not DEPC-Treated) (Ref.AM9932, Invitrogen™, USA) by 
centrifuging for 5 min at 5000 rpm at 4ºC. Remove and discard supernatant. Let the samples dry 
on air for 10 min in ice, use scientific paper to remove excessive water/reagents. Dissolve the 
RNA pellet in 21.5 µL of Ambion™ Nuclease-free Water and resuspend the sample. The RNA is 
kept at -80ºC. 
 
 
II.5. DNA Digestion  
 
The RNA samples were digested/treated with TURBO DNA-free™ Kit (Ref.AM1907, 
Invitrogen™, Vilnius, Lithuania) using the following adapted protocol with kit reagents: Add 2.5 
µL of 10xTurbo DNase™ buffer and 1.2 µL of Turbo DNase™ to the tube with 21.5 µL, for a 
total of 25.2 µL. Incubate at 37ºC for 30-45 mins. Add 2.5 µL of DNase™ inactivation reagent 
and stir samples. Incubate for 5 min at RT with constant movement. Centrifuge at 5000 rpm for 
1.5 min. Transfer the RNA to a new tube and store at -80ºC. 
 
II.6. Assaying DNA Contamination 
 
We performed PCR to check for DNA contamination of the samples.  The samples used 
on this PCR were diluted by adding 1.0 µL of RNA to 1.5 µL of H2O. This is the same 
concentration used further for cDNA synthesis. The overall mix was made according to the 
following 1x recipe: 5.95 µL H2O; 1.2 µL 25mM Magnesium Chloride (Ref. R0971, Thermo 
Fischer Scientific, USA); 1 µL 10x Taq Buffer with (NH4)2SO4 (Ref.B33, Thermo Fischer 
Scientific, USA); 1µL dNTPs; 0.125 µL PF (primer forward); 0.125 µL PR (primer reverse); 0.1 
µL 5 U/µL Taq DNA Polymerase recombinant enzyme (Ref.10342020, Invitrogen™, USA) 
making a total of 9.5 µL. For each tested sample add 0.5 µL of RNA for a total of 10 µL volume 
per tube, the remaining 9.5 µL of the mix. The primers used were LCO (5'-
GGTCAACAAATCATAAAGATATTGG-3') and HCO (5'-
TAAACTTCAGGGTGACCAAAAAATCA-3') [177]. Positive controls were performed with 
genomic DNA from the strains studied (W11, SF12, NOVA00). The PCR was run using the 
protocol: 96ºC for 2 min, 40 cycles of 95ºC for 30s, 50ºC for 45s, and 72ºC for 2 min, followed 
by 72ºC for 5 mins, using Biometra TPersomal Thermal Cycler (analytikjena©, Gottingen, 
Germany). Results were observed using Gibco BRL Horizon 11-14 Horizontal Gel 
Electrophoresis (Gel Company, San Francisco, CA, USA). The DNA amplifications were 
observed using GeneFlash BioImaging (SyngeneBioImaging, Cambridge, United Kingdom).  
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Samples showing evidence for DNA contamination show similar results to the positive controls 
(a band around the size of the amplified product, in this case, 700 bp band on a 1.5% agarose gel). 
Samples without DNA contamination show similar results to the negative controls, that is no 
amplification is expected. Samples with no apparent DNA contamination are subjected to RNA 
integrity test using Experion™ Automated Electrophoresis System (Bio-Rad, Portugal) protocol. 
Samples showing evidence for DNA contamination are discarded.  
 
II.7. Assaying RNA Integrity 
 
RNA integrity, quality, and concentration were assessed with the use of Experion™ 
Automated Electrophoresis System (Bio-Rad, Portugal). Tested samples were diluted by adding 
0.5 µL RNA to 1 µL H2O. They were run in Experion™. The samples with “green” RQI (RNA 
quality indicator) (RQI>7) are used for further cDNA synthesis, while samples who didn’t meet 
this criteria were discarded. 
 
II.8. cDNA Synthesis 
 
We performed cDNA synthesis, of the samples with RQI>7, using reverse transcription 
of 1.0 µg of RNA of each sample with SuperScript™ III First-Strand Synthesis SuperMix for 
qRT-PCR (Ref.18080400, Invitrogen™, Carlsbad, CA, USA) using random primers, according 
to the manufacturer's protocol. One reaction where the template was not added (RT+) was 
performed. Reactions with RNA that was not reverse transcribed (RT-) were performed for each 
RNA sample to confirm the absence of genomic DNA contamination.  
 
II.9. RT-PCR  
 
Real-time PCR (RT-PCR) was performed for all cDNA samples using specific primers 
for the candidate genes studied and the reference gene RPL32. Moreover, RT- samples were 
added to the PCR plate. For each of the samples, we performed two technical replicates. The 
housekeeping gene RPL32, also known as Ribosomal Protein L32 or rp49, is commonly used in 
D. melanogaster as a reference gene for RT-PCR studies [178]. RT-PCR was performed on iQ™ 
96-Well PCR Plates, (Ref.2239441, Bio-Rad, Portugal) with a total 10 µL in each well. This 
consisted of 6.5 µL iTaq™ Universal SYBR® Green Supermix (Ref. 1725122, Bio-Rad, 
Portugal), 3.75 µL H2O, 0.125 µL Primer Forward, 0.125 µL Primer Reverse and 1 µL of diluted 
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cDNA samples. The dilutions were made according to the used primers (Act79B - 1:10; all other 
genes – 1:5).  
 RT-PCR was performed on a CFX Connect™ Real-Time PCR Detection System (Ref. 
1855200, Bio-Rad, Portugal) with the following program: 3 min at 95°C; 40 cycles of 30s at 94°C, 
30s at 56°C and 30s at 72°C followed by a standard melt curve and 3 min at 95°C. The cDNA 
levels were normalized to RPL32 levels in the same samples. Relative expression values were 
determined by the 2−ΔCT method [179] and the two-sample two-sided Student’s t-test was applied 
to the data to address if there are statistically significant differences in relative gene expression 
between different conditions/samples.  
 
II.10. Primers Used for RT-PCR  
 
The primers used for real-time PCR were obtained using the software OLIGO version 1.4 
(National Biosciences, Inc.) based on the D. americana and D. novamexicana genome sequence. 
The expression of these genes was studied in these two non-organism models, for which there are 
no premade primers for RT-PCR for any gene in the genome. There are sequence differences in 
the genomes of the different strains studied, and in the genomes of different individuals from the 
same strain, and these sequences cannot be used. Moreover, primers were selected if they 
followed the following criteria: have amplicon length between 50-210 bp; a length from 19-23 
nucleotides; avoid primer self or cross annealing stretches > 4 bp; dimer strengths with ΔG value 
more positive than -9 kcal/mol; software predicted hairpin Tm (melting temperature) at 5ºC below 
annealing temperature; GC content from 35-65%; and close Tm between reverse and forward 
primers. 
The primers were confirmed as having a unique pairing sequence using BLAST search 
on flybase.org and NCBI blast search against the available D. americana and D. novamexicana 
sequences. PCR was performed on genomic DNA first, to confirm the presence of only one 
amplified product, using gel electrophoresis. The primer pairs that give rise to only one 
amplification product, were tested on cDNA to confirm their amplification of only one fragment 
in cDNA. We tested the primers amplification on all the different strains cDNA. The efficiency 
of the primers was measured using serial dilutions of cDNA (1:1; 1:5; 1:25 and 1:125) from a mix 
of samples from the 3 different studied strains. Considering manufacturers ThermoFisher 
Scientific recommendations and the knowledge on RT-PCR in Drosophila species, we worked 
with primers with efficiency level between 90-100%. We developed several different primers for 
the candidate genes and for other genes, however not all the designed primers had efficiency 
levels between 90-100% (Supplementary Table 1). We obtained primers with the required 
efficiency for RT-PCR amplification for six candidate genes (Table 2). 
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Table 2- Sequence of primers forward and reverse for the 6 candidate genes and the reference gene (RPL32). Primer sequence (5'→3') 
 
 
 
II.11. Electrophoresis Gels 
 
All electrophoresis gels were 1.5% agarose gels using TAE (Tris-Acetate-EDTA) buffer. 
To make a complete gel we add 2.4 g agarose to 120 mL deionized water, warmed in the 
microwave for around 1-2 min. After which we added another 24 mL of deionized water, 16 mL 
of Ambion™ 10x TAE (Ref.AM9869, InvitrogenTM, Portugal) and 3 µL of GreenSafe™ Premium 
stain (Nzytech, Lisboa, Portugal). 
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III. Results  
III.1. Selection of Candidate Genes 
 
Several approaches can be taken in order to identify the molecular basis of phenotypic 
variation, such as focusing on associations between genetic variation within genes of interest and 
phenotypes. This can be approached by both genetically modifying the candidate genes, as well 
as examining the natural variation of the candidate genes, the latter being the line of work we 
followed. Most of candidate gene approaches rely on the previous knowledge of the genes 
biological functional and putative impact on the trait in question. 
Indeed, in our work, the goal was to find variation in candidate genes that could be associated 
with differences in developmental time in Drosophila. The reported association between genes 
and Drosophila developmental time variation is unsatisfying, it is questionable what are the best 
criteria to follow and what categories of genes likely have a better link with development time in 
Drosophila. Our search relied on 3 main criteria. The first one was to find genes associated with 
development time, namely, in GO (Gene Ontology) terms lists from flybase.org [5], related with 
development, as well as bibliographic evidence of the connection of the genes with developmental 
processes reported by previous studies, using databases such as NCBI and Elsevier. The second 
criterion was to focus on finding genes located on Muller’s element C, which corresponds to 
chromosome 2R in D.melanogaster and corresponds to chromosome 5 in D. virilis. As mentioned 
before, Reis et al. (2014) [1], performed an F2 association study for development time (DT), chill-
coma recovery time (CRT), abdominal size (AS) and lifespan (LS) and reported nine molecular 
markers showing significant associations with development time, eight of those being present on 
Muller’s element C. Therefore, there seems to be a connection between Muller’s element C genes 
and development time. The last criterion was to find genes showing signs of positive selection. 
As development genes are under strong negative selection [140], therefore, the ones who show 
signs of positive selection are interesting candidates to explain the phenotypic differences in 
development time. We used bpositive online platform (http://bpositive.i3s.up.pt/) [110] to search 
for signs of positive selection in the candidate genes.  
We analyzed 71 lists of GO terms related with development and performed analyses of 
chromosomal locations of this genes in order to detect if any list was enhanced with genes 
belonging to Muller’s element C (Supplementary Table 2). Each of the GO term lists was 
analyzed by number of matches, number of matches/genes associated with a chromosome (take 
into consideration that some GO list terms are filled with homolog genes for different Drosophila 
species (not D. melanogaster) and/or genes present in small scaffold not assigned to any Muller’s 
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element), and absolute and relative number of genes present in each one of the six chromosomes 
(3R, 2R, 3L, 2L, X and 4). Furthermore, we present the ChiTEST p values for all the GO Term 
lists, and the ChiTEST p values when not considering chromosome 4. For the expected number 
of genes, we based our work on the amount of known coding genes in each Muller’s element, 
presented by the Drosophila 12 Genomes Consortium on “Evolutions of genes and genomes in 
the Drosophila phylogeny” [25].  
Our analysis suggests that no list containing a significant amount of genes (more than 200 
genes) is enhanced with more genes than what was expected for the chromosome 2R.  However, 
we observed significantly different results than expected for six of the smaller (less than 200 
genes) GO term lists “Brain development”; “Muscle cell development”; “Response to ecdysone”; 
“Response to insulin”; “Ectoderm development” and “Muscle fiber development”. When we 
don’t consider chromosome 4 (as this chromosome represents only 1% of the known coding genes 
in the D. melanogaster genome) the ChiTEST for the GO term “Brain development” no longer 
shows a statistically significant difference. The GO terms “response to insulin” and “response to 
ecdysone” show significant differences, however, this is not a result of an enhancement of genes 
on chromosome 2R. Moreover, from the six lists with significant ChiTEST p values, only “Muscle 
fiber development” shows enhanced number of genes on chromosome 2R, however, the list 
consists only in 12 genes, therefore it seems unlikely that the differences have any significant 
biological meaning. These analyses suggest that no GO term list related with developmental 
processes is overrepresented in the chromosome 2R, and only six small GO term lists have 
significantly different observed distributions of genes per chromosome than expected. 
A subset of GO terms (GO:0009888-“tissue development”, GO:0048856-“anatomical 
structure development”, GO:0009790-“embryo development”, GO:0048589-“developmental 
growth”, GO:0035220-“wing disc development”, GO:0032502-“developmental process”, 
GO:0008340-“determination of adult lifespan”, GO:0035075-“response to ecdysone”, 
GO:0032868-“response to insulin”) were considered specially interesting, as they consist of lists 
with bigger number of genes and/or GO terms that might more accurately reflect differences and 
association with developmental time, and thus were further analyzed. We add the remaining 
criteria in order to narrow down the search, analyzing these GO term lists by number of total 
genes present in the list, number of genes located on Muller’s element C and from genes on this 
element: number of “analyzed” genes by the bpositive platform and number of “positively 
selected” genes on bpositive platform, i.e., genes showing signs of positive selection according 
to the results in bpositive platform. The results are presented below in Table 3 relative to the D. 
melanogaster matches.  
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Table 3 - Number of D. melanogaster genes in each one of the selected GO Terms, by GO TERM; the number of genes associated 
with a chromosomal arm; number of genes located on chromosome 2R; number of these 2R genes that are analyzed according to 
bpositive (b+); number of these analyzed genes in 2R that show signs of positive selection according to bpositive (P+). Lastly, the 
ratio between genes showing positive selection located on chromosome 2R and total of genes on the GO Term list. 
 
 
A complete list of the genes belonging in each of the above GO term lists for D. melanogaster, 
present in Muller’s element C and showing signs of positive selection is presented below in Tables 
4-12.  
These were chosen as the main candidates for our work. But as we can observe in Table 3, 
even though we managed to reduce the number of candidate genes (to 5% or less than the original 
lists), there are still too many putative candidate genes to study.  
 
 
 
Table 4 - Positively selected genes from GO:0032502-“developmental process” on chromosome 2R of D. melanogaster 
Genes    
Amph clu emp Hr3 mbl pdm3 px SP2353 
CAP cora Eps-15 Hr51 MFS14 Pfk retn sqa 
CG3209 coro fj imd Mmp1 Pi3K59F sano stj 
CG5742 Cp1 fus insc NAT1 PIG-V scra tamo 
CG6145 Cpr51A Gapdh1 jeb nemy pio Sdc tvv 
CG12484 cv-2 geminin Khc nompA Pip5K59B Sema2a Unc-89 
CG13531 Cyp301a1 GLS kn Not1 pk seq ValRS 
CG42663 Dll Gp150 l(2)dtl Nurf-38 Pka-R2 SERCA VepD 
CG43729 Drep1 grh Lac olf186-F Pkn sha Vmat 
Chi Dscam1 Galphaq Lcp9 Pal1 Prosap Shroom yki 
Chn egl hbs lola par-1 psq Slik Zasp52 
ckn Ehbp1 hig Lpin Patronin Pu sm  
         
 
 
GO TERM N. of genes 2R Analyzed P+ 2R & P+/Matches 
developmental process 3305 651 495 95 3% 
anatomical structure development 3075 622 479 88 3% 
tissue development 1122 207 150 37 3% 
embryo development 556 115 94 14 3% 
wing disc development 401 83 72 22 5% 
developmental growth 380 68 57 12 3% 
determination of adult lifespan 166 31 26 4 2% 
response to ecdysone 52 8 6 2 4% 
response to insulin 52 3 3 2 4% 
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Table 5 - Positively selected genes from GO:0048856-“anatomical structure development” on chromosome 2R of D. melanogaster 
Genes    
CG6145 clu emp Hr51 mbl Pi3K59F retn sqa  
Amph cora Eps-15 Hsc70-5 MFS14 PIG-V sano stan  
CAP coro fj Ih Mmp1 pio Sdc stj 
 
 
 
CG13531 Cp1 Galphaq imd nemy PIP5K59B Sema2a tamo  
CG3209 Cpr51A Gapdh1 jeb nompA pk seq Tor  
CG42663 Cyp301a1 geminin Khc Not1 Pka-R2 SERCA ttv  
CG5742 Dll GLS kn Pal1 Pkn sha ValRS  
CG6191 Drep1 grh l(2)dtl par-1 Prosap Shroom VepD  
Chi Dscam1 hbs Lac Patronin psq Slik Vmat  
chn egl hig lola pdm3 Pu sm yki  
ckn Ehbp1 Hr3 Lpin Pfk px SP2353 Zasp52  
 
 
Table 6 - Positively selected genes from GO:0009888-“tissue development” on chromosome 2R of D. melanogaster 
Genes    
CG6191 fj insc mim Pde8 px Sin3A  
Chi geminin jeb Mmp1 
 
pio sano stan  
Cora GLS Khc nemy pk seq ths  
cv-2 grh 
 
kn Not1 Pkn SERCA tor  
eEF5 hbs Lac Pal1 psq    
ena Hr51 MFS14 par-1     
 
 
 
Table 7 - Positively selected genes from GO:0035220-“wing disc development” on  chromosome 2R of D. melanogaster 
Genes    
Chi eeF5 Hr51 Lpin nemy pio psq  
Cora fj kn mbl Pal1 pk px  
cv-2 GLS lola MFS14 par-1 Pkn sha  
Dll        
        
 
Table 8 - Positively selected genes from GO:0009790-“embryo development” on chromosome 2R of D. melanogaster 
Genes    
Chi egl geminin Khc Lac psq retn 
cora eve jeb kn par-1 Pu stan 
 
 
 
Table 9 - Positively selected genes from GO:0048589-“developmental growth” on chromosome 2R of D. melanogaster 
CG13531  Eps-15 Mmp1 PIP5K59B Sdc stj 
Dscam1 fj par-1 Prosap stan Tor 
     
     
Genes    
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Table 10 - Positively selected genes from GO:0008340-“determination of adult lifespan” on chromosome 2R of D. melanogaster 
Genes    
         CG42663  Sin3A         Ih sm 
 
Table 11 - Positively selected genes from GO:0035075-“response to ecdysone” on chromosome 2R of D. melanogaster 
Genes    
   CG3209  Nurf-38 
 
Table 12 - Positively selected genes from GO:0032868-“response to insulin” on chromosome 2R of D. melanogaster 
Genes    
   CG3209 hppy 
 
 
We choose a subset of genes from all candidate genes present on the GO term lists on Tables 
4-12, by enriching the analyzes of GO terms with bibliographical searches. Highlighted on Tables 
4-12, are the genes for which we designed primers, however, as mentioned before in Material and 
Methods, not all the genes were studied as a consequence of primers efficiency test results.  
In the work of Reis et al. (2014) [1], there is a suggestion of a correlation between 
development time and determination of adult lifespan. Therefore, we considered this second term. 
When we performed analyses of this GO list, only 4 genes match our criteria (Sin3A, sm, 
CG42663, and Ih). In this work, we studied Sin3A and sm, as both of them show previous 
association with development according to other authors and are present in other GO term lists 
related with development. CG42663 is only associated with GO term “determination of adult 
lifespan” therefore we opted to not study its expression, as there is little previous knowledge on 
this gene. Moreover, Ih was one of the candidate genes for which we couldn’t obtain efficient 
primers for amplification in the 3 strains on RT-PCR. 
After narrowing down the search and designing primers we managed to study the expression 
of four genes (Sin3A, sm, CG3209, and yki) that followed strictly the criteria set in this work. 
Besides, the main three criteria set, interestingly, Sin3A and sm are present under GO term: 
“determination of adult lifespan”. CG3209 is present in the GO term: “response to ecdysone” and 
GO term: “response to insulin”. CG3209 is a reported gene involved in the insulin and ecdysone 
signaling pathways, and considering the work by Reis et al. (2014)[1] these pathways are related 
with development. Lastly, yki who also belongs to the hippo signaling pathway, and according to 
Wittkorn et al. (2015) [180], “The evolutionarily conserved hippo signaling pathway is known to 
regulate cell proliferation and maintain tissue homeostasis during development”, yki is one of the 
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essential genes present in this pathway, that according to bpositive, shows signs of positive 
selection.  
Taken this into account we also studied hpo, although it is not a gene showing signs of positive 
selection according to the bpositive platform, it is, however, present on Muller’s element C, and 
it’s the main gene on the hippo signaling pathway.  
We also studied the expression of Act79B. Although not located on Muller’s element C, and 
not showing signs of positive selection, it has been included as Reis et al. (2015)[181] study 
suggest that its expression levels can be used as a molecular marker of biological age, and 
ontogenetic delay. These processes, as well as lifespan,  have been associated with development 
time [1]. Considering that Act79B might act as a marker of molecular biological age, the study of 
its expression in flies showing different development time might provide some insights into 
whether or not flies that take more time to develop are biologically younger than flies who take 
less time to develop, as it’s the case with diapausing D. americana females [181].  
The biographical data supporting the decision to study each one of the six genes is presented 
in detail below.  
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III.2. The Candidate Genes  
 
III.2.1. Sin3A 
 
The gene Sin3A is located in Muller’s element C and shows signs of positive selection on 
5 of its 10 know D. melanogaster transcripts according to bpositive database BP2016000001 
[110]. These are the five transcripts with lengthiest coding sequences (around 6189 bp compared 
to around 5300 bp for the transcripts who don’t show signs of positive selection). The known D. 
virilis homolog is named GJ20103. Sin3A is associated with GO terms related to development 
such as “larval somatic muscle development”; “muscle organ development”; “neuron 
development”, “negative regulation of Wnt signaling pathway”; “wing disc development”; “tissue 
development” among other GO terms. It also appears in GO term: “determination of adult 
lifespan” being one of only 4 out of 166 genes in this list that is present in Muller’s element C 
and shows signs of positive selection. Sin3A is part of the SIN3 complex, one of two major class 
I containing histone deacetylases (HDAC) complexes present in cells [182]. Sin3A is considered 
a transcriptional corepressor essential in metazoans, more precisely a scaffolding protein that 
complexes with HDAC where it interacts with corepressors to control transcriptional silencing of 
genes [183]. 
In cell culture experiments, the loss of the SIN3 complex leads to defects in cell 
proliferation and affects the normal cell growth [184]. Mutations in this complex result in lethality 
in mouse model systems [185-189]. Null mutations of Sin3A in Drosophila results in embryonic 
lethality with only a few animals surviving to the first larval instar stage [188-189]. In Drosophila 
tissue culture cells, reduction of Sin3A protein expression by RNAi (RNA interference) resulted 
in a G2 phase delay in cell cycle progression [190]. A comparison of gene expression profiles 
from wild-type and RNAi-induced Sin3A knockdown cells revealed differences in expression of 
genes encoding proteins that control multiple cellular processes, including cell cycle progression, 
transcription, mitochondrial activity and signal transduction [191]. Expression of two genes 
critical for the G2/M transition of the cell cycle, STG (String) and CycB (cyclin B), was reduced 
in the Sin3A knockdown tissue culture [187]. The SIN3 complex is also necessary for post-
embryonic development [192], loss of Sin3A from wing imaginal disc cells resulted in a number 
of observable phenotypes, including smaller imaginal discs and smaller, curly adult wings. To 
summarize, Sin3A is an essential gene required for both embryonic and larval development [188-
189, 192] 
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III.2.2. sm (smooth) 
 
The gene sm, also known as smooth is located in Muller’s element C and shows signs of 
positive selection on 3 of its 23 known D. melanogaster transcripts according to bpositive 
database BP2016000001 [110]. These are the three transcripts with lengthiest coding sequences 
(around 1600 bp compared to around 780-1500 bp for the transcripts who don't show signs of 
positive selection). The known D. virilis homolog is named GJ21415. sm is present in GO terms 
related to development such as “axon guidance”; “mRNA processing”; “anatomical structure”; 
“developmental process” among others. It also appears in GO term: “determination of adult 
lifespan” being one of only 4 out of 169 genes in this list that is present in Muller’s element C 
and shows signs of positive selection. smooth (sm) is the homolog of the human heterogeneous 
nuclear ribonucleoprotein L (hnRNPL), and is involved in mRNA synthesis and maturation. sm 
is primarily expressed in chemosensory neurons and homozygous sm mutants show defects in 
axonal arborization of chemosensory neurons and in feeding behavior. Feeding behavior is crucial 
for development. These defects may be related to their early death after eclosion [193-194].  
 
III.2.3. CG3209 (GPAT4) 
 
The gene CG3209, also known as GPAT4 is located in Muller’s element C and shows 
signs of positive selection on 2 of its 4 known D. melanogaster transcripts according to bpositive 
database BP2016000001 [110]. The four transcripts show variation in coding sequence length, 
with the lengthiest one (1985 bp) and the shortest one (1660 bp) showing signs of positive 
selection. The known D. virilis homolog is named GJ20434. CG3209 is present in GO terms 
related to development such as “developmental process”; “instar larval development”; 
“anatomical structure” among others. It also appears in GO term: “ecdysone receptor-mediated 
signaling pathway” and “response to insulin”, two important pathways that are related with 
development time differences, as previously suggested by Reis et al. (2014)[1], Yan et al. 
(2015)[163], Colombani et al. (2005)[170], Layalle et al. (2008)[171], Tennessen et al. 
(2011)[172]. The mutation of CG3209, a de novo synthase of lysophosphatidic acid, is a genetic 
alteration that triggers a robust response of the animals to body size challenges in Drosophila. 
Loss of CG3209 leads to a severe delay of development (extended development time), slow 
growth and resultant small-sized animals during the larval stages, but results in normal-sized adult 
flies. The robust body size adjustment of the CG3209 mutant is likely achieved by corresponding 
changes in ecdysone and insulin signaling, which is also manifested by compromised food intake 
[163]. The reduced ecdysone signal in CG3209 mutants may be responsible for the remarkable 
extension of developmental time; it is possible that the nutrient demand is altered for the CG3209 
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mutants. In Yan et al. (2015)[163] work, food intake was greater during the early larval stages 
and was reduced during the wandering stage for control animals. In contrast, the food intake for 
the CG3209 mutants was less than the control during the second instar larval stage, and was 
similar for the early third instar larvae, whereas more food intake was detected for the mutants 
than the control at the wandering stage. Loss of CG3209 reduces the rate of food intake during 
early larval stages. This reduced food intake is consistent with the observations of decreased 
insulin signaling and prolonged developmental time, which is in principle essential for ensuring 
normal-sized adults by the robust readjustment of developmental programs [163]. 
 
III.2.4. yki (yorkie) 
 
The gene yki also known as yorkie is located in Muller’s element C and shows signs of 
positive selection in all 3 of its known D. melanogaster transcripts according to bpositive database 
BP2016000001 [110]. The known D. virilis homolog is named GJ20440. yki is present in GO 
terms related to development such as “regulation of growth”; “cell proliferation”; “negative 
regulation of apoptotic process”; “anatomical structure”; “developmental process”; “positive 
regulation of growth” among others. It also appears in GO term: “hippo signaling”. This pathway 
is known to regulate cell proliferation and maintain tissue homeostasis during development [180].  
 
 
III.2.5. hpo (hippo) 
 
The gene hpo also known as hippo is located on Muller’s element C, and doesn’t show 
signs of positive selection in all 2 of its transcripts according to bpositive database BP2016000001 
[110]. The known D. virilis homolog is named GJ21419. hpo is present in GO terms related to 
development such as “eye development”; “apoptotic process”; “negative regulation cell 
proliferation”; “positive regulation of apoptotic signaling pathway”; “organ growth” among 
others. It is the main gene of the hippo signaling pathway that as previously mentioned is known 
to regulate cell proliferation and maintain tissue homeostasis during development. The interesting 
complex interaction between hpo and yki and its role in the hippo signaling pathway is mentioned 
below.  
During normal development, the number of cells in growing tissues is controlled through 
regulation of cell proliferation and apoptosis [195-197]. The Hippo pathway controls organ size 
by multiple mechanisms [198-203], coordinately regulating these processes hpo signaling 
restricts tissue growth by promoting termination of cell proliferation and by stimulating apoptosis 
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during development, mechanisms that ultimately regulate the transcriptional co-activator yki (Fig. 
8). At the centre of the Hippo signaling pathway is a core kinase cascade composed of two 
Serine/Threonine-specific kinases hpo [198-199, 204] and Wts (Warts) [205-206] and their 
adaptor proteins Salvador [204, 207] and Mob as tumour suppressor (Mats) [208]. The kinase 
cascade inactivates the oncoprotein yki [202] which acts as a transcriptional co-activator of the 
Hippo pathway, and responds to multiple upstream regulators like the FERM-domain containing 
proteins Ex (Expanded) and Mer (Merlin) [209] the WW- and C2-domain containing protein 
Kibra [210-211] and the single-pass trans-membrane proteins Crb (Crumbs) [212-213] and Fat 
[214]. yki partners with at least three transcription factors, Scalloped, Homothorax and Teashirt, 
to regulate transcription of genes regulating cellular growth (myc, bantam), cell cycle progression 
(cyclinB, cyclinD, cyclinE, e2F1) and inhibition of apoptosis (diap1). With its multiple inputs and 
targets, Hippo signaling has emerged as a pleiotropic pathway that acts in a context-dependent 
and tissue-specific manner to regulate organ size. Wts together with its cofactor Mats suppresses 
the transcriptional activity of yki, possibly through phosphorylation [202, 208]. Alternatively, 
hpo, Wts and Ex can directly interact with yki in a phosphorylation-independent manner leading 
to cytoplasmic sequestration and inhibition of yki activity. Hyperactivation of Hippo signaling in 
flies, by overexpression of hpo, Sav, Mats, and Wts has been shown to induce cell death and form 
smaller organs [198, 204]. 
 
 
 
 
 
 
 
 
 
Figure 8- Model for hippo signaling pathway. The proteins (Ex) and (Mer) act upstream of the (hpo) kinase, which in turn activates 
the (Wts) kinase with help from the (Sav) adaptor protein. Warts, together with its cofactor, Mats, suppresses the activity of the 
transcriptional coactivator yki. yki drives the expression of the downstream target genes bantam, cyclin E, diap1, ex, and mer. The 
expression of these effector genes is correlated with cell growth, cell-cycle progression, and cell death. (adapted from [215])
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On the other end, Ex, Mer, Hpo, Sav, Wts, and Mats mutants tissues develop into severely 
overgrown adult structures because mutant cells continue to proliferate after organs reach their 
normal size and because they are resistant to proapoptotic signals that normally eliminate extra 
cells. Overexpression of yki causes severe overgrowths that resemble the loss-of-function 
phenotypes of the other pathway members, whereas cells mutant for yki grow poorly [202]. yki is 
required for the overgrowth of hpo or wts mutant cells in vivo, and it was thus postulated that yki 
mediates most if not all of the growth effects of hpo signaling, presumably by driving the 
expression of transcriptional target genes [202]. When hpo signaling is reduced, for example by 
mutations in hpo, yki is hypophosphorylated and active, driving the expression of target genes 
that promote cell proliferation and suppress apoptosis, resulting in tissue overgrowth. However, 
as mentioned above, in normal scenarios, the hpo and Wts kinases limit the growth of tissues 
through the inactivation of yki [202, 215]. 
 
III.2.6. Act79B (Actin 79B) 
 
The gene Act79B also known as Actin 79B is located in Muller’s element D, and doesn’t 
show signs of positive selection in both 2 of its known D. melanogaster transcripts according to 
bpositive database BP2016000001 [110]. The known D. virilis homolog is named ActD1. Act79B 
is present in GO terms such as “structural constituent of cytoskeleton”; “cytoskeleton 
organization” among others. It is also considered as a potential molecular marker of ontogenetic 
delay in D. americana by Reis et al. (2015) [181]. 
Actin is a ubiquitous and highly conserved eukaryotic protein required for cell motility 
and locomotion, whom in many organisms is encoded by multigene families in which individual 
isoforms probably perform cell-specific functions [216]. The four muscle actin genes of the insect 
D. virilis (closely related to D. americana and D. novamexicana) have strong similarities with 
their homologs in D. melanogaster; intron locations are conserved and there are few amino acid 
differences between homologs. The D. virilis gene homologous to Act79B is ActD1 and it’s 
specific to adult stages [217]. The predominant expression of ActD1 is found in the TDT (tergal 
depressor of the trochanter) muscle. ActD1 is also expressed in some other tubular muscles of the 
legs [218]. ActD1 expression level is highly correlated with lifespan extension, given that LS is 
extended both in diapausing and in non-diapausing females reared under diapause inducing 
conditions. Reis et al. (2015) [181] hypothesized that flies under those conditions should have a 
gene expression pattern that is compatible with flies younger than their chronological age. Both 
in D. melanogaster and D. virilis, Actin79B (ActD1 in D. virilis) expression levels drop 
dramatically with adult age. In D. americana, ActD1 expression is highest in newborn females 
followed by diapausing individuals, non-diapausing individuals reared under diapause inducing 
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conditions and finally in individuals reared under 12L:12D at 25°C. Thus, also as expected, the 
ActD1 expression levels accurately reflect the observed differences in LS. Suggesting that the 
expression of this gene can be used as a molecular marker of  biological age [181]. Which will 
provide further insights into wether a fly who takes more time to develop has a different biological 
age than a fly who takes less time to develop, when comparing flies with the same chronological 
age. 
 
The expression of these six candidate genes was studied using RT-PCR according to the method 
presented in Material and Methods and the results are shown and discussed below. 
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III.3. Candidate Genes Expression 
 
Expression of Sin3A, sm, CG3209, yki, hpo, and Act79B was studied using RT-PCR. A total 
of 12 different conditions were set for three different strains. D. americana W11 flies with 15 
days of development (from egg to adult) at 4 days and 8 days of life, and W11 flies with 16 days 
of development at 4 days and 8 days of life. D. americana SF12 flies with 15 days of development 
at 4 days and 8 days of life, and SF12 flies with 16 days of development at 4 days and 8 days of 
life. D. novamexicana NOVA00 flies with 16 days of development at 4 days and 8 days of life 
and NOVA00 flies with 17 days of development at 4 days and 8 days of life, as described in 
Material and Methods.  
The full detailed results of all RT-PCR CT (cycle threshold) values for all 12 different 
conditions in the three different strains and the six candidate genes are displayed in 
Supplementary Tables 3-8. The data is shown in a similar way for each one of the six candidate 
genes, identifying the strain and condition studied and the biological replicate (from A to C). CT 
values for the candidate gene: the two different technical replicates CT values (CT.1 and CT.2) 
and the mean of these are also presented. The reference gene used (RPL32 for all candidate genes) 
and its corresponding technical replicates CT values (CT.1 and CT.2) and the mean of these. The 
last column shows ΔCT (variation of cycle threshold) values calculated for the difference between 
mean CT values of the candidate gene and the reference gene. ΔCT values were calculated for 
each biological replicate.  
For each gene, four different comparisons were made for each studied strain, presented using 
the following nomenclature. The first number corresponds to the days of development and the 
second number correspons to the days of life separated by “x”. For instance, “15x4” represents 
flies with 15 days of development at 4 days of life. 
The mean of the 3 biological replicates CT for each studied condition for each gene in a 
specific strain is presented in detail in Figures 9-14. For Sin3A, in Figures 9a, 9b and 9c, for sm 
in Figures 10a, 10b and 10c, for CG3209 in Figures 11a, 11b and 11c, for yki in Figures 12a, 12b 
and 12c, for hpo in Figures 13a, 13b and 13, and for Act79B in Figures 14a, 14b and 14c. 
Furthermore, two-sample two-sided Student’s t-test was applied to the data to address if there are 
statistically significant differences in gene expression, the results are displayed with significance 
bars (Figures 9-14) and the t-test values are presented for all 12 different comparisons for the 6 
candidate genes (Table 13).  
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 Figure 9a - Sin3A W11 ΔCT values per condition;                Figure 9b - Sin3A SF12 ΔCT values per condition;              Figure 9c - Sin3A NOVA00 ΔCT values per condition;            
Bars display t-test results for the comparisons made              Bars display t-test results for the comparisons made             Bars display t-test results for the comparisons made                                            
 
 
 
 
 
  Figure 10a - sm W11 ΔCT values per condition;                  Figure 10b – sm SF12 ΔCT values per condition;                Figure 10c - sm NOVA00 ΔCT values per condition;  
Bars display t-test results for the comparisons made            Bars display t-test results for the comparisons made                Bars display t-test results for the comparisons made 
 
 
 
 
 
Figure 11a – CG3209 W11 ΔCT values per condition;           Figure 11b - CG3209 SF12 ΔCT values per condition     Figure 11c – CG3209 NOVA00 ΔCT values per condition;  
  Bars display t-test results for the comparisons made                Bars display t-test results for the comparisons made            Bars display t-test results for the comparisons made 
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    Figure 12a - yki W11 ΔCT values per condition;                  Figure 12b – yki SF12 ΔCT values per condition;           Figure 12c - yki NOVA00 ΔCT values per condition;  
Bars display t-test results for the comparisons made             Bars display t-test results for the comparisons made          Bars display t-test results for the comparisons made                            
 
       
 
 
 
 
 
 
   Figure 13a - hpo W11 ΔCT values per condition;                Figure 13b - hpo SF12 ΔCT values per condition;               Figure 13c – hpo NOVA00 ΔCT values per condition;        
Bars display t-test results for the comparisons made             Bars display t-test results for the comparisons made               Bars display t-test results for the comparisons made 
 
 
 
 
 
 
 Figure 14a - Act79B W11 ΔCT values per condition;         Figure 14b – Act79B SF12 ΔCT values per condition;           Figure 14c - Act79B NOVA00 ΔCT values per condition;  
 Bars display t-test results for the comparisons made             Bars display t-test results for the comparisons made                 Bars display t-test results for the comparisons made                       
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Table 13 - Results of t-test per strain, per comparison and per gene studied. Highlights show significant results. 
 
 
For Sin3A, sm, CG3209, hpo, and yki, there are no significant differences between the conditions 
tested for all 12 comparisons in the 3 different strains (Fig. 9-13 and Table 13). These results suggest 
that there are no differences in the expression of these genes between 15 and 16 (or 16 and 17) days 
of development and that there are no differences in the expression of the genes at 4 and 8 days of 
life.  
For Act79B, there are no significant differences, between the conditions tested, for comparisons 
of the same day of life in different development times in all the 3 different strains (Fig. 14 and Table 
13). These results suggest that there are no differences in the expression of Act79B between 15 and 
16 (or 16 and 17) days of development. However, the t-test value shows a significant difference in 
the expression of this gene at 4 and 8 days of life when comparing flies with the same development 
time. Suggesting that there is a decrease of the expression of Act79B between 4 and 8 days of life.
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IV. Discussion  
IV.1. Bioinformatic analysis of Candidate Genes 
 
 IV.1.1. Muller’s Element C 
 
The analyzes of 71 different GO (Gene Ontology) terms lists related with development 
suggests that no list containing a significant amount of genes (more than 200 genes) is enhanced 
with more genes than what was expected for the D. melanogaster chromosome 2R (Muller’s 
Element C). The observed distribution of the genes in each chromosome follows closely the 
expected distribution. However, 6 GO term lists (“brain development”, “muscle cell 
development”; “response to ecdysone”; “response to insulin”; “ectoderm development” and 
“muscle fiber development”), with less than 200 genes, showed significant differences in the 
observed amount of genes compared to the expected distribution. Furthermore, when we don’t 
consider chromosome 4, the distribution shows only 5 GO term lists with differences in observed 
results, suggesting that “brain development” is enhanced by genes on chromosome 4. Moreover, 
“muscle fiber development”, a small list of 12 genes shows enhancement of genes in chromosome 
2R, a result we suggest as not biologically significant, and a mere result of a small list of genes 
being used. The analyzes of these lists suggests that for most general biological processes there 
isn’t an enhancement of genes in a specific chromosome, and that for specific biological processes 
such as “response to ecdysone” and “response to insulin” there seems to be an enhancement of 
genes in certain chromosomes, for “response to ecdysone” on chromosome 3L (Muller’s element 
D) and X (Muller’s element A) and for “response to insulin” on chromosome 3L (Muller’s 
element D) and 3R (Muller’s element E).  
Therefore, looking at the results of Reis et al. (2014) [1], who found nine molecular markers 
showing significant associations with development time being eight of those on Muller’s element 
C, such association cannot be due to a biased distribution of development genes on the genome. 
We thus suggest that the reported association is due to a few developmental genes of large effect 
on Muller’s element C.  
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IV.1.2. Signs of positive selection 
 
For such an important and vital process for organisms as development, it is theoretically 
unlikely to find a high percentage of genes showing signs of positive selection as genes involved 
in early developmental processes are expected to be under strong negative selection to prevent 
deleterious cascading effects [140]. Moreover, von Baer’s third law, suggests that developmental 
conservation among related species implies that early stages of development are the most 
refractory to change and studies in Drosophila species have indicated that mid-embryogenesis is 
the stage most refractory to evolutionary change [140]. However, positively selected genes are 
found in all embryonic stages, even during the period with the highest developmental constraint, 
which is evidenced by our analyzes that shows many genes with signs of positive selection in GO 
terms associated with development processes. Therefore, even in functional groups of genes 
evolving under strong negative selection, there are many genes showing evidence of positive 
selection at the amino acid level.  
When identifying genes showing signs of positive selection according to the bpositive 
database (http://bpositive.i3s.up.pt/) [110], the validation of these genes as genes showing signs 
of positive selection is tricky, and it is possible that some of the genes are false positives, as they 
can result in not optimal alignments or few sequences used. 
Furthermore, in our analyses of positively selected genes. For the four candidate genes chosen 
that followed all our criteria, two of the three scenarios where a gene has transcripts who show 
signs of positive selection and other transcripts who don’t show signs of positive selection, the 
ones showing these signs are transcripts with the lengthiest coding sequences. Suggesting that 
these transcripts have an additional region of the sequence that is being used in a specific tissue 
and/or specific lifestage.  
 
 
IV.2. Candidate Genes Expression 
 
We choose 4 candidate genes showing signs of positive selection and located on Muller’s 
element C, for gene expression analyses. Sin3A and sm, who are also present under GO term: 
“determination of adult lifespan”, which shows correlations with development time (DT) [1]. 
CG3209, who is also present in the GO term: “ecdysone receptor-mediated signaling pathway” 
and GO term: “response to insulin”, and there is a reported suggestion that genes belonging to the 
insulin and ecdysone signaling pathways explain development time variations in D. americana 
[1]. And yki, an important gene belonging to the Hippo signaling pathway. This pathway is known 
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to regulate cell proliferation and maintain tissue homeostasis during development [180]. We 
selected two other candidate genes, hpo, who is the center of Hippo signaling pathway. And lastly, 
Act79B, whose expression levels can be used as a molecular marker of ontogenetic delay and are 
correlated with lifespan in D. americana [110].  
Act79B shows significant differences, according to t-test (Figures 14a, 14b and 14c and Table 
13), for the ΔCT (variation of cycle threshold) values when comparing 4 and 8 days of life for the 
same development time in the 3 studied strains, suggesting that the expression of this gene drops 
in adult life. This result is in accordance with several data available for Act79B expression. As 
reported previously [218], Act79B expression levels drop with age in both D. melanogaster and 
D. virilis adults.  
Moreover, Act79B shows no differences in expression in flies with different development 
times at the same day of life in the 3 studied strains (Figures 14a, 14b and 14c and Table 13). 
Considering that ActinD1 (the virilis homolog of Act79B) expression levels can be used as a 
marker of ontogenetic delay [181], this results suggests that flies with different development time 
are not showing differences in ontogenetic development. Specifically, a fly with 16 development 
days is not showing significant ontogenetic delay when compared to a fly with 15 development 
days. Therefore, we argue that differences in development time are not affecting the ontogenetic 
development of the flies studied.  
None of the other candidate genes (Sin3A, sm, CG3209, yki and, hpo) showed significant 
differences, according to t-test (Figures 9-13 and Table 13), for the ΔCT values for the 
comparisons made on the same days of adult life for different development times for the 3 studied 
strains. This result is unexpected at first if we consider the already reported involvement of 
ecdysone and insulin signaling pathways and the association/correlation between development 
time and lifespan, we expected to find differences in the expression of the candidate genes 
between different development times.  
The main criteria for the search of candidate genes were set for previous suggestions for 
association with developmental processes, chromosomal presence (Muller’s element C) and 
evidence for positive selection in the amino acid sequence. Reis et al. (2014)[1], performed an F2 
association study for Development Time (DT) and Lifespan (LS). For the D. americana H5xW11 
F2 association study they verified nine molecular markers showing significant associations with 
development time, eight of which were present on Muller’s element C. This study suggests a 
strong connection between Muller’s element C genes and development time in D. americana. As 
already mentioned, 5 of the 6 studied candidate genes are located in Muller’s element C, thus it 
is surprising that none shows different levels of expression for the selected development times. It 
could be argued that other candidate genes in Muller’s element C have a bigger impact in 
development time and that it shows little recombination. 
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Four of the candidate genes (Sin3A, sm, CG3209, and yki) are considered “positively 
selected”, however it is important to note that Sin3A shows signs of positive selection in 5 of its 
10 know transcripts, sm in 3 of its 23 known transcripts, CG3209 in 2 of its 4 known transcripts 
and yki in all of its 3 transcripts. Only yki has all transcripts classified as “positively selected”. 
Taking this into account, it is important to remember that the relative abundance of each gene 
transcript in the extracted RNA could result in testing the expression of the more abundant 
transcripts. These could be transcripts who don’t show signs of positive selection and show no 
differences in expression levels. Indeed, the primers were designed in order to amplify all 
transcripts (for regions of the sequence who are similar in all transcripts). It is also possible that 
the different transcripts of a gene are isoforms who are being transcribed in specific tissues. 
Nevertheless, the RNA extraction was made in whole fly bodies and this problem is reduced. The 
transcripts can also be stage-specific transcripts, present only on larval or adult stages, and 
considering that we snap froze flies at 4 and 8 days of life, we are extracting the RNA that is being 
transcribed at these specific stages of the adult life.  
It can be argued that the genes that are associated with development time and play important 
roles during development, could have a more impactful expression in larval stages than in adult 
life stages, having an impact on the developmental time variation during this stage. It would, 
therefore, be interesting to study the expression of these genes during larval stages. However, that 
would be impossible, since if we use larvae for studying development time, we wouldn’t be 
capable of knowing the development time phenotypes of the studied larvae. Moreover, even if we 
use an isogenic strain with characterized development time, intraspecific variation should be taken 
into account. It is highly difficult to guarantee that two different larvae are in the same 
development stage, and furthermore, it is complicated to synchronize different larvae to a specific 
developmental stage. Therefore, we studied development time variations in adult stage taking into 
account the assumption that gene expression is correlated between larvae and adult flies. 
By snap freezing the flies at 4 and 8 days of life we verified whether or not there is an 
increase or decrease of expression of these genes during adult life, especially because after 4 days 
of life the expression of the genes are usually stabilized. The expression of the candidate genes 
could have been different if other different days of adult life were chosen to snap freeze samples, 
but it is unknown what are the best days to assay differences in gene expression. Using newly 
born flies should be done with caution, as the gene expression in the early stages of adult life is 
usually remarkably variable. Therefore, biological samples of the same condition could have 
produced significantly different values of CT, due to few hours of life differences that would 
impact gene expression.  
Moreover, flies were obtained for 15 and 16 days of development in the D. americana 
strains and for 16 and 17 days of development in the D. novamexicana strain, so the comparisons 
were performed between the specific development times. Choosing other development times, 14, 
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15, 16, 17 or 18 for D. americana and D. novamexicana would augment the amount of possible 
comparisons to be done. It would, however, be arduous and highly time-demanding to obtain the 
necessary amount of male flies to eventually snap freeze flies with different days of adult life. 
Considering the difficulties associated with RNA extraction, RNA integrity assays and the 
necessary quality of samples for RT-PCR, obtaining the necessary amount of flies for the less 
frequent development days could be incredibly challenging. Regardless of this, the difference an 
extra day makes in terms of development in an organism with such a short life cycle like 
Drosophila is still considerably relevant and the data obtained is still remarkable.  
Lastly, for the chosen genes, flies with different development days do not show 
expression differences. Flies with different development time, don’t show differences in the 
expression of Act79B either, a result that suggests that variations in development time are not 
correlated with ontogenetic development. Therefore, taking this experiment into account we can 
argue that it is not unexpected that the candidate genes are not showing differences in expression 
in flies with different developmental times. Act79B expression levels show that there isn’t an 
ontogenetic delay in flies with increased development time. Flies with different development 
times seem to be in the same developmental stage at 4 and 8 days of life. Therefore, it can be 
argued the expression of genes is the same in this stage, as this flies are in the same ontogenetic 
development stage. 
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V. Conclusion  
Our results suggest that no GO (Gene Ontology) term list related with development is 
enhanced with more genes than expected for the chromosome 2R. Although Reis et al. (2014) [1], 
suggest a connection between the Muller’s element C genes and development time, we 
hypothesize that a small number of genes in Muller’s element C should account for the majority 
of the correlation. 
Our results for the expression of Act79B in flies with the same development time and different 
days of life further suggest that the expression of this gene is decreasing in adult life. The study 
of the expression of Act79B in D. americana W11 and SF12 and D. novamexicana NOVA00 
shows that there are no significant differences between the expression of this gene in flies with 
different development times on the same day of life. Considering that Act79B expression can be 
used as a marker of ontogenetic delay in Drosophila, the observation of our results suggests that 
flies with 15 and 16 (or 16 and 17) days of development are in the same ontogenetic development 
stage at the days of adult life used for testing expression. 
For the other remaining 5 candidate genes (Sin3A, sm, CG3209, yki, and hpo) we found no 
significant differences in expression levels when comparing flies from the studied strains D. 
americana W11 and SF12 and D. novamexicana NOVA00 at different days of life and when 
comparing flies with different development times. The chosen genes are involved in the ecdysone, 
insulin, and hippo signaling pathways, all of which play an important role in developmental 
processes. Thus it is surprising that these genes show no differences in expression when 
comparing flies with different development times.  
However, when we consider the results for Act79B (for flies with different development times 
there are no significant differences in expression) and taking into account that its expression can 
be used as a marker of ontogenetic delay in Drosophila, the finding that none of the five other 
candidate genes show no difference in expression in flies at the same day of life and different 
development times might be explained by the fact that there seem to be no differences in 
ontogenetic development in flies with 15 and 16 (or 16 and 17) days of development.  
Further studies about these genes should be done with different experimental setups, abording 
different development times, different days of life to test for gene expression and different 
techniques. Moreover, although highly difficult and theoretically impossible, the efforts into 
studying development time in larvae should be exploited. 
Much remains unclear about what causes a fly to have 15 days of development and what 
causes another to have 16 days of development. As well as the causes, also the consequences 
aren’t clear, although reported association with lifespan has been shown before, our findings show 
that there isn’t an association between development time variations and ontogenetic delay. 
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VII. Supplementary Data  
SUPPLEMENTARY TABLE 1 - Sequence of designed primers that didn’t match efficiency levels (90-100%). 
 
 
 
 
 
 
SUPPLEMENTARY TABLE 2 - An analysis of 71 different GO terms lists related with development according to number of matches, matches associated 
with a chromosome, and by chromosome, 3R, 2R, 3L, 2L, X and 4. CHITEST p values are shown in the last column. (N.A. = not analyzed) The results are 
presented in total number and relative percentage of genes associated with each of the 6 different chromosomes. The expected number of genes per 
chromosome is based on information on the number of total coding genes present in each chromosome of D. melanogaster reported in “Evolution of genes 
and genomes on the Drosophila phylogeny” [Artigo1]. 
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GO Term list 
GO List 
number 
Match
es 
Associate
d with a 
chromoss
ome 
Chromossome 
3R (26%) 
Chromosso
me 2R 
(20%) 
Chromoss
ome 3L 
(20%) 
Chromosso
me 2L 
(19%) 
Chromosso
me X (14%) 
Chromosso
me 4 (1%) 
ChiTEST 
p value 
ChiTEST 
p value 
w/Chrx.4 
Developmental process GO:0032502 5506 3694 922 (25%) 734 (20%) 764 (21%) 644 (17%) 594 (16%) 36 (1%) 0,99 0,96 
Anatomical structure development GO:0048856 5165 3491 853 (24%) 709 (20%) 732 (21%) 600 (17%) 563 (16%) 34 (1%) 0,98 0,95 
System development GO:0048731 3142 2416 604 (25%) 485 (20%) 487 (20%) 419 (17%) 396 (16%) 25 (1%) 0,99 0,97 
Cellular developmental process GO:0048869 2944 2485 611 (25%) 481 (19%) 498 (20%) 475 (19%) 400 (16%) 20 (1%) 1,00 0,98 
Cell differentiation GO:0030154 2857 2425 600 (25%) 468 (19%) 487 (20%) 464 (19%) 387 (16%) 19 (1%) 1,00 0,98 
Anatomical structure morphogenesis GO:0009653 2395 1808 452 (25%) 353 (20%) 358 (20%) 323 (18%) 300 (17%) 22 (1%) 0,98 0,95 
Nervous system development GO:0007399 1950 1691 418 (25%) 344 (20%) 343 (20%) 294 (17%) 274 (16%) 18 (1%) 0,99 0,97 
Animal Organ development GO:0048513 1810 1390 351 (25%) 286 (21%) 277 (20%) 241 (17%) 219 (16%) 16 (1%) 0,99 0,96 
Neurogenesis GO:0022008 1661 1483 365 (25%) 302 (20%) 306 (21%) 258 (17%) 239 (16%) 13 (1%) 0,99 0,96 
Tissue development GO:0009888 1398 1172 275 (23%) 215 (18%) 226 (19%) 231 (20%) 215 (18%) 10 (1%) 0,88 0,77 
Ephitelium development GO:0060429 1336 1101 261 (24%) 202 (18%) 206 (19%) 220 (20%) 203 (18%) 9 (1%) 0,90 0,81 
Germ cell development GO:0007281  1262 955 222 (23%) 193 (20%) 168 (18%) 210 (22%) 158 (17%) 4 (0%) 0,75 0,80 
Organ morphogenesis GO:0009887 1114 889 220 (25%) 178 (20%) 176 (20%) 151 (17%) 153 (17%) 11 (1%) 0,97 0,93 
Oogenesis GO:0048477  1051 841 189 (22%) 174 (21%) 143 (17%) 183 (22%) 149 (18%) 3 (0%) 0,59 0,60 
Regulation of developmental process GO:0050793 899 757 186 (25%) 139 (18%) 147 (19%) 133 (18%) 141 (19%) 11 (1%) 0,83 0,71 
Tissue morphogenesis GO:0048729 864 709 164 (23%) 137 (19%) 142 (20%) 125 (18%) 134 (19%) 7 (1%) 0,82 0,69 
Post-embryonic development GO:0009791 823 755 180 (24%) 142 (19%) 157 (21%) 120 (16%) 149 (20%) 7 (1%) 0,65 0,51 
Instar larval or pupal development GO:0002165 750 683 155 (23%) 129 (19%) 144 (21%) 105 (15%) 143 (21%) 7 (1%) 0,44 0,31 
Sensory organ development GO:0007423 749 498 135 (27%) 102 (20%) 90 (18%) 93 (19%) 72 (14%) 6 (1%) 1,00 0,99 
Embryo development GO:0009790 728 535 141 (26%) 107 (20%) 93 (17%) 96 (18%) 93 (17%) 5 (1%) 0,95 0,89 
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Imaginal disc development GO:0007444 724 670 158 (24%) 122 (18%) 129 (19%) 126 (19%) 126 (19%) 9 (1%) 0,82 0,70 
Post-embryonic animal morphogenesis GO:0009886 655 589 132 (22%) 115 (20%) 121 (21%) 95 (16%) 119 (20%) 7 (1%) 0,59 0,45 
Metamorphosis  GO:0007552 649 601 132 (22%) 116 (19%) 130 (22%) 99 (16%) 117 (19%) 7 (1%) 0,68 0,54 
Instar larval or pupal morphogenesis GO:0048707  643 577 128 (22%) 113 (20%) 119 (21%) 94 (16%) 116 (20%) 7 (1%) 0,59 0,45 
Eye development GO:0001654 559 380 92 (24%) 81 (21%) 68 (18%) 74 (19%) 59 (16%) 6 (2%) 0,89 0,95 
Regulation of multicellular organismal development  GO:2000026 544 502 132 (26%) 96 (19%) 100 (20%) 85 (17%) 84 (17%) 5 (1%) 0,97 0,92 
Compound eye development GO:0048749 535 363 88 (24%) 79 (22%) 66 (18%) 71 (20%) 54 (15%) 5 (1%) 0,98 0,95 
Wing disc development GO:0035220  522 484 111 (23%) 95 (20%) 94 (19%) 88 (18%) 90 (19%) 6 (1%) 0,82 0,69 
Imagina disc morphogenesis GO:0007560 516 477 97 (20%) 90 (19%) 94 (20%) 85 (18%) 104 (22%) 7 (1%) 0,30 0,19 
Appendage development GO:0048736 467 428 91 (21%) 80 (19%) 89 (21%) 70 (16%) 93 (22%) 5 (1%) 0,30 0,19 
Imaginal disc derived appendage development GO:0048737 462 423 90 (21%) 79 (19%) 87 (21%) 69 (16%) 93 (22%) 5 (1%) 0,30 0,19 
Appendage morphogenesis GO:0035107 458 419 87 (21%) 79 (19%) 88 (21%) 68 (16%) 92 (22%) 5 (1%) 0,30 0,19 
Imaginal disc derived appendage morphogenesis GO:0035114 455 416 87 (21%) 78 (19%) 87 (21%) 67 (16%) 92 (22%) 5 (1%) 0,30 0,19 
Eye morphogenesis GO:0048592 450 301 71 (24%) 67 (22%) 53 (18%) 61 (20%) 45 (15%) 4 (1%) 0,99 0,97 
Developmental growth GO:0048589 423 376 90 (24%) 68 (18%) 86 (23%) 55 (15%) 73 (19%) 4 (1%) 0,63 0,49 
Wing disc morphogenesis  GO:0007472 403 368 75 (20%) 75 (20%) 72 (20%) 61 (17%) 80 (22%) 5 (1%) 0,29 0,19 
Ovarian follicle cell development GO:0030707 386 327 65 (20%) 60 (18%) 48 (15%) 80 (24%) 72 (22%) 2 (1%) 0,12 0,07 
Wnt signaling pathway  GO:0016055 356 145 37 (26%) 26 (18%) 35 (24%) 20 (14%) 23 (16%) 4 (3%) 0,61 0,63 
Regulation of growth GO:0040008 354 328 82 (25%) 64 (20%) 72 (22%) 40 (12%) 64 (20%) 6 (2%) 0,27 0,25 
Regulation of nervous system development GO:0051960 337 311 79 (25%) 64 (21%) 65 (21%) 45 (14%) 54 (17%) 4 (1%) 0,84 0,72 
Open tracheal system development GO:0007424 326 238 55 (23%) 49 (21%) 46 (19%) 48 (20%) 37 (16%) 3 (1%) 0,98 0,94 
Regulation of anatomical structure morphogenesis GO:0022603 318 302 69 (23%) 48 (16%) 50 (17%) 62 (21%) 68 (23%) 5 (2%) 0,13 0,11 
Central nervous system development GO:0007417  302 279 60 (22%) 60 (22%) 57 (20%) 48 (17%) 48 (17%) 6 (2%) 0,75 0,80 
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Embryonic morphogenesis GO:0048598  286 242 65 (27%) 45 (19%) 39 (16%) 47 (19%) 45 (19%) 1 (0%) 0,60 0,61 
Cuticle development GO:0042335 275 270 74 (27%) 52 (19%) 80 (30%) 33 (12%) 29 (11%) 2 (1%) 0,14 0,08 
Embryonic development via the synctial blastoderm GO:0001700 268 187 45 (24%) 40 (21%) 32 (17%) 34 (18%) 35 (19%) 1 (1%) 0,78 0,65 
Regulation of developmental growth GO:0048638 247 245 61 (25%) 46 (19%) 56 (23%) 32 (13%) 45 (18%) 5 (2%) 0,47 0,47 
Gland development GO:0048732 245 241 67 (28%) 52 (22%) 52 (22%) 39 (16%) 30 (12%) 1 (0%) 0,80 0,86 
Anterior/Posterior pattern specification GO:0009952 220 174 48 (28%) 44 (25%) 16 (9%) 37 (21%) 28 (16%) 1 (1%) 0,16 0,09 
Negative regulation of developmental process GO:0051093 219 200 59 (30%) 32 (16%) 38 (19%) 40 (20%) 30 (15%) 1 (1%) 0,90 0,81 
Salivary gland development  GO:0007431 188 188 51 (27%) 42 (22%) 44 (23%) 26 (14%) 24 (13%) 1 (1%) 0,84 0,72 
Exocrine system development GO:0035272 188 188 51 (27%) 42 (22%) 44 (23%) 26 (14%) 24 (13%) 1 (1%) 0,84 0,72 
Oocyte development GO:0048599 188 146 42 (29%) 37 (25%) 19 (13%) 28 (19%) 20 (14%) 0 (0%) 0,41 0,40 
Determination of adult lifespan  GO:0008340 172 169 42 (25%) 33 (20%) 35 (21%) 28 (17%) 31 (18%) 0 (0%) 0,79 0,84 
Muscle organ development GO:0007517 171 141 34 (24%) 38 (27%) 24 (17%) 22 (16%) 22 (16%) 1 (1%) 0,58 0,43 
Brain development GO:0007420 150 135 31 (23%) 28 (21%) 21 (16%) 22 (16%) 27 (20%) 6 (4%) 0,02 0,37 
Developmental pigmentation GO:0048066 131 118 37 (31%) 13 (11%) 23 (19%) 20 (17%) 24 (20%) 1 (1%) 0,17 0,10 
Heart development GO:0007507 111 105 28 (27%) 22 (21%) 17 (16%) 24 (23%) 12 (11%) 2 (2%) 0,64 0,67 
Bristle/Chaeta development GO:0022416 104 101 35 (35%) 11 (11%) 19 (19%) 19 (19%) 17 (17%) 0 (0%) 0,11 0,10 
Imaginal disc pattern formation GO:0007447  104 103 29 (28%) 19 (18%) 20 (19%) 23 (22%) 11 (11%) 1 (1%) 0,91 0,82 
Leg morphogenesis GO:0007478 87 85 19 (22%) 14 (16%) 21 (25%) 12 (14%) 19 (22%) 0 (0%) 0,09 0,07 
Molting cycle process  GO:0022404 72 63 18 (29%) 9 (14%) 17 (27%) 9 (14%) 9 (14%) 1 (2%) 0,23 0,21 
Muscle cell development GO:0055001  61 60 11 (18%) 12 (20%) 15 (25%) 8 (13%) 13 (22%) 1 (2%) 0,05 0,04 
Response to ecdysone GO:0035075 54 44 6 (14%) 7 (14%) 14 (32%) 9 (20%) 8 (18%) 0 (0%) 0,01 0,00 
Imaginal disc growth GO:0007446 53 47 17 (36%) 5 (11%) 9 (19%) 10 (21%) 5 (11%) 1 (2%) 0,08 0,07 
Skeletal muscle development GO:0060538 53 52 11 (21%) 11 (21%) 10 (19%) 10 (19%) 10 (19%) 0 (0%) 0,57 0,58 
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Response to insulin GO:0032868 46 46 14 (30%) 3 (7%) 16 (35%) 7 (15%) 6 (13%) 0 (0%) 0,00 0,00 
Striated muscle development GO:0014706 32 28 7 (25%) 6 (21%) 4 (14%) 5 (18%) 6 (21%) 0 (0%) 0,27 0,24 
Ectoderm development GO:0007398 29 29 8 (28%) 3 (10%) 2 (7%) 8 (28%) 8 (28%) 0 (0%) 0,00 0,00 
Muscle fiber development GO:0048747 13 12 2 (17%) 5 (42%) 3 (25%) 1 (8%) 1 (8%) 0 (0%) 0,00 0,00 
Limb development GO:0060173 3 3 1 (33%) 0 (0%) 1 (33%) 1 (33%) 0 (0%) 0 (0%) N.A. N.A. 
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Supplementary Table 3 | RT-PCR CT values for Sin3A 
For each one of the 12 different conditions, CT values for 3 different biological replicates (Replicate from #A-#C) are 
shown and for each, we made 2 technical replicates (CT.1 and CT.2), the mean value of this replicates is shown. The 
comparison of cycle value for candidate gene with reference gene is shown in ΔCT. 
Strain Conditions Replicate Gene CT.1 CT.2 Mean Gene CT.1 CT.2 Mean ΔCT 
 
W11 15x4 A Sin3A 25,42 25,29 25,36 RPL32 24,11 24,29 24,20 1,16 
W11 15x4 B Sin3A 25,11 24,98 25,05 RPL32 26,38 26,99 26,69 -1,64 
W11 15x4 C Sin3A 24,36 24,53 24,45 RPL32 25,49 26,02 25,76 -1,31 
W11 15x8 A Sin3A 26,43 26,72 26,58 RPL32 25,30 25,30 25,30 1,28 
W11 15x8 B Sin3A 25,89 26,37 26,13 RPL32 25,30 25,44 25,37 0,76 
W11 15x8 C Sin3A 25,18 25,40 25,29 RPL32 25,45 25,73 25,59 -0,30 
W11 16x4 A Sin3A 26,53 26,25 26,39 RPL32 25,24 24,97 25,11 1,29 
W11 16x4 B Sin3A 26,48 26,75 26,62 RPL32 24,64 24,52 24,58 2,04 
W11 16x4 C Sin3A 24,47 24,68 24,58 RPL32 25,27 25,20 25,24 -0,66 
W11 16x8 A Sin3A 28,02 27,80 27,91 RPL32 26,25 26,57 26,41 1,50 
W11 16x8 B Sin3A 25,02 24,85 24,94 RPL32 25,46 25,89 25,68 -0,74 
W11 16x8 C Sin3A 24,16 24,18 24,17 RPL32 25,09 25,06 25,08 -0,90 
SF12 15x4 A Sin3A 27,21 27,18 27,20 RPL32 27,06 27,30 27,18 0,02 
SF12 15x4 B Sin3A 26,14 26,25 26,20 RPL32 27,57 27,93 27,75 -1,56 
SF12 15x4 C Sin3A 26,27 26,52 26,40 RPL32 26,43 26,46 26,45 -0,05 
SF12 15x8 A Sin3A 27,18 27,08 27,13 RPL32 27,41 27,50 27,46 -0,32 
SF12 15x8 B Sin3A 26,36 26,63 26,50 RPL32 26,84 27,11 26,98 -0,48 
SF12 15x8 C Sin3A 27,02 27,20 27,11 RPL32 27,35 27,30 27,33 -0,22 
SF12 16x4 A Sin3A 26,07 26,11 26,09 RPL32 27,20 27,21 27,21 -1,12 
SF12 16x4 B Sin3A 26,26 26,39 26,33 RPL32 26,24 26,37 26,31 0,02 
SF12 16x4 C Sin3A 25,41 25,89 25,65 RPL32 26,62 26,86 26,74 -1,09 
SF12 16x8 A Sin3A 26,54 26,68 26,61 RPL32 26,74 26,87 26,81 -0,20 
SF12 16x8 B Sin3A 27,74 27,79 27,77 RPL32 27,71 28,26 27,99 -0,22 
SF12 16x8 C Sin3A 25,61 25,86 25,74 RPL32 26,20 26,36 26,28 -0,55 
NOVA00 16x4 A Sin3A 26,25 26,16 26,21 RPL32 27,26 27,39 27,33 -1,12 
NOVA00 16x4 B Sin3A 26,60 26,65 26,63 RPL32 26,80 26,88 26,84 -0,22 
NOVA00 16x4 C Sin3A 26,09 26,48 26,29 RPL32 27,91 28,05 27,98 -1,70 
NOVA00 16x8 A Sin3A 26,72 26,43 26,58 RPL32 26,58 26,74 26,66 -0,08 
NOVA00 16x8 B Sin3A 26,61 26,84 26,73 RPL32 27,71 28,25 27,98 -1,26 
NOVA00 16x8 C Sin3A 25,33 25,50 25,42 RPL32 26,98 26,97 26,98 -1,56 
NOVA00 17x4 A Sin3A 27,24 27,35 27,30 RPL32 28,32 28,91 28,62 -1,32 
NOVA00 17x4 B Sin3A 26,50 26,75 26,63 RPL32 27,36 27,27 27,32 -0,69 
NOVA00 17x4 C Sin3A 25,72 25,97 25,85 RPL32 27,00 27,33 27,17 -1,32 
NOVA00 17x8 A Sin3A 26,83 27,05 26,94 RPL32 28,32 28,30 28,31 -1,37 
NOVA00 17x8 B Sin3A 26,64 27,09 26,87 RPL32 28,58 29,04 28,81 -1,95 
NOVA00 17x8 C Sin3A 27,39 27,59 27,49 RPL32 28,92 29,01 28,97 -1,48 
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Supplementary Table 4 | RT-PCR CT values for CG3209 
For each one of the 12 different conditions, CT values for 3 different biological replicates (Replicate from #A-#C) are 
shown and for each, we made 2 technical replicates (CT.1 and CT.2), the mean value of this replicates is shown. The 
comparison of cycle value for candidate gene with reference gene is shown in ΔCT. 
Strain Conditions Replicate Gene 
        
CT.1 CT.2 Mean Gene CT.1 CT.2 Mean ΔCT 
 
W11 15x4 A CG3209 24,05 24,09 24,07 RPL32 24,11 24,29 24,20 -0,13 
W11 15x4 B CG3209 23,83 24,10 23,97 RPL32 26,38 26,99 26,69 -2,72 
W11 15x4 C CG3209 23,19 23,31 23,25 RPL32 25,49 26,02 25,76 -2,51 
W11 15x8 A CG3209 24,83 24,90 24,87 RPL32 25,30 25,30 25,30 -0,44 
W11 15x8 B CG3209 24,21 24,52 24,37 RPL32 25,30 25,44 25,37 -1,01 
W11 15x8 C CG3209 23,49 24,99 24,24 RPL32 25,45 25,73 25,59 -1,35 
W11 16x4 A CG3209 24,28 24,14 24,21 RPL32 25,24 24,97 25,11 -0,89 
W11 16x4 B CG3209 24,74 24,85 24,80 RPL32 24,64 24,52 24,58 0,22 
W11 16x4 C CG3209 23,13 22,94 23,04 RPL32 25,27 25,20 25,24 -2,20 
W11 16x8 A CG3209 26,21 26,26 26,24 RPL32 26,14 26,22 26,18 0,05 
W11 16x8 B CG3209 22,68 23,28 22,98 RPL32 25,46 25,89 25,68 -2,70 
W11 16x8 C CG3209 22,12 22,42 22,27 RPL32 25,09 25,06 25,08 -2,81 
SF12 15x4 A CG3209 25,65 25,42 25,54 RPL32 26,64 27,07 26,86 -1,32 
SF12 15x4 B CG3209 24,86 25,26 25,06 RPL32 28,30 27,89 28,10 -3,04 
SF12 15x4 C CG3209 24,38 24,90 24,64 RPL32 26,27 26,58 26,43 -1,79 
SF12 15x8 A CG3209 26,08 25,18 25,63 RPL32 26,69 26,88 26,79 -1,16 
SF12 15x8 B CG3209 24,18 24,34 24,26 RPL32 25,78 26,38 26,08 -1,82 
SF12 15x8 C CG3209 24,68 25,15 24,92 RPL32 26,10 26,62 26,36 -1,45 
SF12 16x4 A CG3209 24,61 24,32 24,47 RPL32 27,46 27,42 27,44 -2,98 
SF12 16x4 B CG3209 24,20 24,37 24,29 RPL32 26,18 26,81 26,50 -2,21 
SF12 16x4 C CG3209 24,10 24,10 24,10 RPL32 26,24 26,35 26,30 -2,20 
SF12 16x8 A CG3209 24,61 24,67 24,64 RPL32 26,36 26,40 26,38 -1,74 
SF12 16x8 B CG3209 25,58 26,02 25,80 RPL32 27,34 27,34 27,34 -1,54 
SF12 16x8 C CG3209 23,37 23,58 23,48 RPL32 25,61 25,81 25,71 -2,24 
NOVA00 16x4 A CG3209 25,13 25,24 25,19 RPL32 27,78 27,50 27,64 -2,46 
NOVA00 16x4 B CG3209 24,35 24,47 24,41 RPL32 26,80 26,88 26,84 -2,43 
NOVA00 16x4 C CG3209 24,84 25,08 24,96 RPL32 28,09 27,97 28,03 -3,07 
NOVA00 16x8 A CG3209 24,58 24,33 24,46 RPL32 26,72 26,90 26,81 -2,36 
NOVA00 16x8 B CG3209 24,60 24,86 24,73 RPL32 27,57 28,00 27,79 -3,06 
NOVA00 16x8 C CG3209 24,29 24,54 24,42 RPL32 26,74 27,00 26,87 -2,46 
NOVA00 17x4 A CG3209 25,89 25,71 25,80 RPL32 28,22 28,45 28,34 -2,54 
NOVA00 17x4 B CG3209 24,06 24,24 24,15 RPL32 26,59 26,88 26,74 -2,59 
NOVA00 17x4 C CG3209 23,88 23,88 23,88 RPL32 27,16 27,44 27,30 -3,42 
NOVA00 17x8 A CG3209 25,08 25,22 25,15 RPL32 28,11 28,21 28,16 -3,01 
NOVA00 17x8 B CG3209 25,98 25,50 25,74 RPL32 28,57 28,51 28,54 -2,80 
NOVA00 17x8 C CG3209 25,06 25,46 25,26 RPL32 28,73 28,58 28,66 -3,40 
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Supplementary Table 5 | RT-PCR CT values for sm 
For each one of the 12 different conditions, CT values for 3 different biological replicates (Replicate from #A-#C) are 
shown and for each, we made 2 technical replicates (CT.1 and CT.2), the mean value of this replicates is shown. The 
comparison of cycle value for candidate gene with reference gene is shown in ΔCT. 
Strain Conditions Replicate Gene CT.1 CT.2 Mean Gene CT.1 CT.2 Mean ΔCT 
 
W11 15x4 A sm 22,39 22,03 22,21 RPL32 24,11 24,29 24,20 -1,99 
W11 15x4 B sm 21,64 21,98 21,81 RPL32 26,38 26,99 26,69 -4,88 
W11 15x4 C sm 21,09 21,41 21,25 RPL32 25,49 26,02 25,76 -4,51 
W11 15x8 A sm 22,69 22,36 22,53 RPL32 25,30 25,30 25,30 -2,78 
W11 15x8 B sm 23,42 23,46 23,44 RPL32 25,30 25,44 25,37 -1,93 
W11 15x8 C sm 22,50 23,11 22,81 RPL32 25,45 25,73 25,59 -2,79 
W11 16x4 A sm 22,43 22,33 22,38 RPL32 25,24 24,97 25,11 -2,73 
W11 16x4 B sm 22,59 22,83 22,71 RPL32 24,64 24,52 24,58 -1,87 
W11 16x4 C sm 21,13 21,24 21,19 RPL32 25,27 25,20 25,24 -4,05 
W11 16x8 A sm 23,22 23,02 23,12 RPL32 25,14 25,21 25,18 -2,06 
W11 16x8 B sm 21,20 21,31 21,26 RPL32 25,46 25,89 25,68 -4,42 
W11 16x8 C sm 20,56 20,69 20,63 RPL32 25,09 25,06 25,08 -4,45 
SF12 15x4 A sm 22,44 22,56 22,50 RPL32 25,48 25,81 25,65 -3,15 
SF12 15x4 B sm 22,06 22,52 22,29 RPL32 27,13 27,45 27,29 -5,00 
SF12 15x4 C sm 22,18 22,30 22,24 RPL32 25,94 25,96 25,95 -3,71 
SF12 15x8 A sm 23,05 22,43 22,74 RPL32 26,86 26,88 26,87 -4,13 
SF12 15x8 B sm 22,17 22,20 22,19 RPL32 25,28 25,83 25,56 -3,37 
SF12 15x8 C sm 22,14 22,20 22,17 RPL32 25,95 26,10 26,03 -3,86 
SF12 16x4 A sm 21,57 21,35 21,46 RPL32 26,18 26,18 26,18 -4,72 
SF12 16x4 B sm 21,00 21,06 21,03 RPL32 25,38 25,35 25,37 -4,34 
SF12 16x4 C sm 20,85 20,65 20,75 RPL32 25,74 25,32 25,53 -4,78 
SF12 16x8 A sm 22,16 21,73 21,95 RPL32 25,85 25,78 25,82 -3,87 
SF12 16x8 B sm 22,61 22,99 22,80 RPL32 26,65 27,20 26,93 -4,13 
SF12 16x8 C sm 19,98 20,38 20,18 RPL32 25,16 24,66 24,91 -4,73 
NOVA00 16x4 A sm 22,39 22,22 22,31 RPL32 27,58 27,63 27,61 -5,30 
NOVA00 16x4 B sm 22,13 22,36 22,25 RPL32 29,08 29,21 29,15 -6,90 
NOVA00 16x4 C sm 21,46 22,08 21,77 RPL32 28,20 28,11 28,16 -6,39 
NOVA00 16x8 A sm 22,35 21,64 22,00 RPL32 26,37 27,02 26,70 -4,70 
NOVA00 16x8 B sm 21,54 21,85 21,70 RPL32 27,91 28,04 27,98 -6,28 
NOVA00 16x8 C sm 22,06 22,31 22,19 RPL32 27,29 26,50 26,90 -4,71 
NOVA00 17x4 A sm 22,63 22,69 22,66 RPL32 28,40 28,54 28,47 -5,81 
NOVA00 17x4 B sm 22,49 22,41 22,45 RPL32 27,47 27,32 27,40 -4,95 
NOVA00 17x4 C sm 20,92 21,04 20,98 RPL32 26,79 27,57 27,18 -6,20 
NOVA00 17x8 A sm 21,40 21,44 21,42 RPL32 28,04 28,38 28,21 -6,79 
NOVA00 17x8 B sm 21,48 21,73 21,61 RPL32 28,35 28,77 28,56 -6,96 
NOVA00 17x8 C sm 22,57 22,66 22,62 RPL32 28,73 28,86 28,80 -6,18 
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Supplementary Table 6 | RT-PCR CT values for yki 
For each one of the 12 different conditions, CT values for 3 different biological replicates (Replicate from #A-#C) are 
shown and for each, we made 2 technical replicates (CT.1 and CT.2), the mean value of this replicates is shown. The 
comparison of cycle value for candidate gene with reference gene is shown in ΔCT. 
Strain Conditions Replicate Gene CT.1 CT.2 Mean Gene CT.1 CT.2 Mean ΔCT  
 
W11 15x4 A yki 24,57 24,73 24,65 RPL32 24,39 25,09 24,74 -0,09 
W11 15x4 B yki 24,73 24,73 24,73 RPL32 27,57 27,71 27,64 -2,91 
W11 15x4 C yki 23,99 24,54 24,27 RPL32 26,72 27,02 26,87 -2,61 
W11 15x8 A yki 25,75 25,05 25,40 RPL32 26,89 27,35 27,12 -1,72 
W11 15x8 B yki 25,18 25,58 25,38 RPL32 25,23 25,40 25,32 0,07 
W11 15x8 C yki 24,07 24,20 24,14 RPL32 25,18 25,12 25,15 -1,02 
W11 16x4 A yki 24,01 24,00 24,01 RPL32 25,03 25,42 25,23 -1,22 
W11 16x4 B yki 25,23 25,30 25,27 RPL32 25,51 25,57 25,54 -0,27 
W11 16x4 C yki 23,73 23,88 23,81 RPL32 26,69 26,35 26,52 -2,72 
W11 16x8 A yki 23,98 24,29 24,14 RPL32 28,78 28,62 28,70 -4,57 
W11 16x8 B yki 23,94 24,17 24,06 RPL32 25,72 25,85 25,79 -1,73 
W11 16x8 C yki 23,11 23,33 23,22 RPL32 25,00 25,28 25,14 -1,92 
SF12 15x4 A yki 27,42 27,24 27,33 RPL32 28,23 28,48 28,36 -1,03 
SF12 15x4 B yki 26,58 26,75 26,67 RPL32 29,09 29,17 29,13 -2,47 
SF12 15x4 C yki 26,49 26,97 26,73 RPL32 28,35 28,05 28,20 -1,47 
SF12 15x8 A yki 27,59 27,31 27,45 RPL32 28,61 28,89 28,75 -1,30 
SF12 15x8 B yki 26,34 26,66 26,50 RPL32 27,72 27,85 27,79 -1,29 
SF12 15x8 C yki 26,44 26,95 26,70 RPL32 28,31 28,33 28,32 -1,63 
SF12 16x4 A yki 26,36 26,47 26,42 RPL32 28,92 29,30 29,11 -2,70 
SF12 16x4 B yki 25,92 26,09 26,01 RPL32 27,77 27,68 27,73 -1,72 
SF12 16x4 C yki 25,46 25,57 25,52 RPL32 27,63 28,23 27,93 -2,42 
SF12 16x8 A yki 26,74 26,71 26,73 RPL32 28,38 28,49 28,44 -1,71 
SF12 16x8 B yki 28,58 28,81 28,70 RPL32 29,51 29,89 29,70 -1,01 
SF12 16x8 C yki 24,77 25,23 25,00 RPL32 27,46 27,54 27,50 -2,50 
NOVA00 16x4 A yki 25,36 25,21 25,29 RPL32 27,33 27,77 27,55 -2,27 
NOVA00 16x4 B yki 26,10 26,13 26,12 RPL32 27,78 28,36 28,07 -1,96 
NOVA00 16x4 C yki 25,79 26,29 26,04 RPL32 27,97 28,12 28,05 -2,01 
NOVA00 16x8 A yki 24,48 23,95 24,22 RPL32 26,84 27,10 26,97 -2,76 
NOVA00 16x8 B yki 24,68 24,75 24,72 RPL32 27,66 27,94 27,80 -3,09 
NOVA00 16x8 C yki 24,87 24,79 24,83 RPL32 27,04 27,12 27,08 -2,25 
NOVA00 17x4 A yki 25,43 24,17 24,80 RPL32 28,31 28,44 28,38 -3,58 
NOVA00 17x4 B yki 24,68 24,98 24,83 RPL32 26,69 26,63 26,66 -1,83 
NOVA00 17x4 C yki 23,05 24,15 23,60 RPL32 26,68 27,05 26,87 -3,27 
NOVA00 17x8 A yki 24,45 24,66 24,56 RPL32 27,60 27,47 27,54 -2,98 
NOVA00 17x8 B yki 25,05 25,27 25,16 RPL32 28,57 28,69 28,63 -3,47 
NOVA00 17x8 C yki 25,33 25,45 25,39 RPL32 28,70 28,70 28,70 -3,31 
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Supplementary Table 7 | RT-PCR CT values for hpo 
For each one of the 12 different conditions, CT values for 3 different biological replicates (Replicate from #A-#C) are 
shown and for each, we made 2 technical replicates (CT.1 and CT.2), the mean value of this replicates is shown. The 
comparison of cycle value for candidate gene with reference gene is shown in ΔCT. 
Strain Conditions Replicate Gene CT.1 CT.2 Mean Gene CT.1 CT.2 Mean ΔCT 
 
W11 15x4 A hpo 26,25 25,99 26,12 RPL32 28,03 28,40 28,22 -2,10 
W11 15x4 B hpo 26,02 26,27 26,15 RPL32 29,37 29,12 29,25 -3,10 
W11 15x4 C hpo 25,93 26,11 26,02 RPL32 29,06 28,97 29,02 -3,00 
W11 15x8 A hpo 25,97 25,53 25,75 RPL32 28,24 28,59 28,42 -2,67 
W11 15x8 B hpo 25,54 25,63 25,59 RPL32 28,49 28,63 28,56 -2,98 
W11 15x8 C hpo 25,38 25,83 25,61 RPL32 28,50 28,32 28,41 -2,81 
W11 16x4 A hpo 26,96 26,90 26,93 RPL32 29,35 29,42 29,39 -2,46 
W11 16x4 B hpo 27,01 27,02 27,02 RPL32 29,49 29,58 29,54 -2,52 
W11 16x4 C hpo 26,34 26,51 26,43 RPL32 28,97 29,43 29,20 -2,78 
W11 16x8 A hpo 26,28 26,13 26,21 RPL32 29,47 29,45 29,46 -3,26 
W11 16x8 B hpo 25,19 25,37 25,28 RPL32 28,33 28,56 28,45 -3,17 
W11 16x8 C hpo 25,18 25,46 25,32 RPL32 28,07 28,24 28,16 -2,84 
SF12 15x4 A hpo 27,94 27,62 27,78 RPL32 27,06 27,30 27,18 0,60 
SF12 15x4 B hpo 26,75 27,18 26,97 RPL32 28,23 27,87 28,05 -1,09 
SF12 15x4 C hpo 27,11 27,17 27,14 RPL32 27,30 27,28 27,29 -0,15 
SF12 15x8 A hpo 28,27 28,06 28,17 RPL32 27,80 28,20 28,00 0,16 
SF12 15x8 B hpo 26,86 26,83 26,85 RPL32 26,61 26,58 26,60 0,25 
SF12 15x8 C hpo 27,52 27,61 27,57 RPL32 27,29 27,71 27,50 0,06 
SF12 16x4 A hpo 26,98 26,84 26,91 RPL32 28,03 28,12 28,08 -1,17 
SF12 16x4 B hpo 26,75 27,02 26,89 RPL32 26,82 26,58 26,70 0,18 
SF12 16x4 C hpo 26,32 26,35 26,34 RPL32 26,78 27,49 27,14 -0,80 
SF12 16x8 A hpo 27,71 27,62 27,67 RPL32 27,46 27,53 27,50 0,17 
SF12 16x8 B hpo 28,66 28,51 28,59 RPL32 28,71 28,09 28,40 0,19 
SF12 16x8 C hpo 26,01 26,36 26,19 RPL32 26,63 26,83 26,73 -0,54 
NOVA00 16x4 A hpo 25,63 25,71 25,67 RPL32 27,15 27,24 27,20 -1,53 
NOVA00 16x4 B hpo 26,32 26,89 26,61 RPL32 27,32 28,22 27,77 -1,17 
NOVA00 16x4 C hpo 25,30 26,08 25,69 RPL32 27,40 27,03 27,22 -1,53 
NOVA00 16x8 A hpo 26,12 25,66 25,89 RPL32 26,50 26,74 26,62 -0,73 
NOVA00 16x8 B hpo 25,56 25,35 25,46 RPL32 26,91 27,32 27,12 -1,66 
NOVA00 16x8 C hpo 25,75 26,32 26,04 RPL32 26,38 26,47 26,43 -0,39 
NOVA00 17x4 A hpo 26,69 27,10 26,90 RPL32 28,13 28,33 28,23 -1,33 
NOVA00 17x4 B hpo 25,09 25,10 25,10 RPL32 26,11 26,39 26,25 -1,16 
NOVA00 17x4 C hpo 24,77 24,92 24,85 RPL32 26,44 26,38 26,41 -1,57 
NOVA00 17x8 A hpo 25,64 25,81 25,73 RPL32 27,25 26,66 26,96 -1,23 
NOVA00 17x8 B hpo 25,95 26,16 26,06 RPL32 27,96 28,06 28,01 -1,96 
NOVA00 17x8 C hpo 26,24 26,53 26,39 RPL32 27,93 27,79 27,86 -1,48 
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Supplementary Table 8 | RT-PCR CT values for Act79B 
For each one of the 12 different conditions, CT values for 3 different biological replicates (Replicate from #A-#C) are 
shown and for each, we made 2 technical replicates (CT.1 and CT.2), the mean value of this replicates is shown. The 
comparison of cycle value for candidate gene with reference gene is shown in ΔCT. 
Strain Conditions Replicate Gene CT.1 CT.2 Mean Gene CT.1 CT.2 Mean ΔCT 
 
W11 15x4 A ACT79B 21,08 21,19 21,14 RPL32 28,19 27,94 28,07 -6,93 
W11 15x4 B ACT79B 23,25 23,56 23,41 RPL32 29,75 30,28 30,02 -6,61 
W11 15x4 C ACT79B 22,61 22,56 22,59 RPL32 28,70 29,05 28,88 -6,29 
W11 15x8 A ACT79B 23,98 24,41 24,20 RPL32 28,80 29,08 28,94 -4,75 
W11 15x8 B ACT79B 23,64 23,05 23,35 RPL32 27,87 27,22 27,55 -4,20 
W11 15x8 C ACT79B 23,31 23,01 23,16 RPL32 27,47 27,62 27,55 -4,39 
W11 16x4 A ACT79B 21,58 21,02 21,30 RPL32 26,59 26,24 26,42 -5,12 
W11 16x4 B ACT79B 21,58 21,32 21,45 RPL32 26,90 27,00 26,95 -5,50 
W11 16x4 C ACT79B 19,58 19,97 19,78 RPL32 26,26 26,17 26,22 -6,44 
W11 16x8 A ACT79B 23,16 23,66 23,41 RPL32 27,19 26,79 26,99 -3,58 
W11 16x8 B ACT79B 23,35 23,98 23,67 RPL32 27,39 27,77 27,58 -3,92 
W11 16x8 C ACT79B 23,02 23,14 23,08 RPL32 27,17 27,43 27,30 -4,22 
SF12 15x4 A ACT79B 21,69 21,90 21,80 RPL32 28,30 28,89 28,60 -6,80 
SF12 15x4 B ACT79B 21,82 21,67 21,75 RPL32 29,15 29,51 29,33 -7,59 
SF12 15x4 C ACT79B 21,16 21,40 21,28 RPL32 28,26 27,90 28,08 -6,80 
SF12 15x8 A ACT79B 25,92 25,05 25,49 RPL32 28,52 29,13 28,83 -3,34 
SF12 15x8 B ACT79B 24,39 24,68 24,54 RPL32 27,72 27,60 27,66 -3,13 
SF12 15x8 C ACT79B 24,10 24,17 24,14 RPL32 29,33 28,60 28,97 -4,83 
SF12 16x4 A ACT79B 22,16 22,11 22,14 RPL32 28,90 29,16 29,03 -6,90 
SF12 16x4 B ACT79B 22,14 22,29 22,22 RPL32 27,72 28,02 27,87 -5,66 
SF12 16x4 C ACT79B 21,39 21,64 21,52 RPL32 27,34 28,12 27,73 -6,22 
SF12 16x8 A ACT79B 24,76 24,69 24,73 RPL32 27,97 28,02 28,00 -3,27 
SF12 16x8 B ACT79B 25,55 25,79 25,67 RPL32 29,20 29,66 29,43 -3,76 
SF12 16x8 C ACT79B 23,11 23,57 23,34 RPL32 27,37 27,44 27,41 -4,07 
NOVA00 16x4 A ACT79B 23,48 23,63 23,56 RPL32 29,49 29,80 29,65 -6,09 
NOVA00 16x4 B ACT79B 22,25 22,40 22,33 RPL32 28,09 28,28 28,19 -5,86 
NOVA00 16x4 C ACT79B 22,07 22,43 22,25 RPL32 28,12 28,41 28,27 -6,02 
NOVA00 16x8 A ACT79B 24,71 24,73 24,72 RPL32 29,06 29,57 29,32 -4,60 
NOVA00 16x8 B ACT79B 23,81 24,10 23,96 RPL32 28,16 28,53 28,35 -4,39 
NOVA00 16x8 C ACT79B 24,95 25,10 25,03 RPL32 28,73 28,81 28,77 -3,75 
NOVA00 17x4 A ACT79B 23,28 23,41 23,35 RPL32 29,71 29,89 29,80 -6,46 
NOVA00 17x4 B ACT79B 21,17 21,49 21,33 RPL32 28,17 28,27 28,22 -6,89 
NOVA00 17x4 C ACT79B 21,13 21,45 21,29 RPL32 27,52 27,91 27,72 -6,43 
NOVA00 17x8 A ACT79B 22,98 23,14 23,06 RPL32 27,90 27,85 27,88 -4,82 
NOVA00 17x8 B ACT79B 22,67 22,88 22,78 RPL32 27,54 27,62 27,58 -4,81 
NOVA00 17x8 C ACT79B 22,92 23,07 23,00 RPL32 28,10 27,95 28,03 -5,03 
 
 
